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49 Human Secreted Proteins 
Field of the Invention 

This invention relates to newly identified polynucleotides and the 
polypeptides encoded by these polynucleotides, uses of such polynucleotides and 
5 polypeptides, and their production. 

Background of the Invention 
Unlike bacterium, which exist as a single compartment surrounded by a 
membrane, human cells and other eucaryotes are subdivided by membranes into many 
functionally distinct compartments. Each membrane-bounded compartment, or 
10 organelle, contains different proteins essential for the function of the organelle. The 
cell uses "sorting signals," which are amino acid motifs located within the protein, to 
target proteins to particular cellular organelles. 

One type of sorting signal, called a signal sequence, a signal peptide, or a 
leader sequence, directs a class of proteins to an organelle called the endoplasmic 
15 reticulum (ER). The ER separates the membrane-bounded proteins from all other 
types of proteins. Once localized to the ER, both groups of proteins can be further 
directed to another organelle called the Golgi apparatus. Here, the Golgi distributes 
the proteins to vesicles, including secretory vesicles, the cell membrane, lysosomes, 
and the other organelles. 
20 Proteins targeted to the ER by a signal sequence can be released into the 

extracellular space as a secreted protein. For example, vesicles containing secreted 
proteins can fuse with the cell membrane and release their contents into the 
extracellular space - a process called exocytosis. Exocytosis can occur constitutively 
or after receipt of a triggering signal. In the latter case, the proteins are stored in 
25 secretory vesicles (or secretory granules) until exocytosis is triggered. Similarly, 
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proteins residing on the cell membrane can also be secreted into the extracellular 
space by proteolytic cleavage of a "linker" holding the protein to the membrane. 

Despite the great progress made in recent years, only a small number of genes 
encoding human secreted proteins have been identified. These secreted proteins 

5 include the commercially valuable human insulin, interferon, Factor VIII, human 
growth hormone, tissue plasminogen activator, and erythropoeitin. Thus, in light of 
the pervasive role of secreted proteins in human physiology, a need exists for 
identifying and characterizing novel human secreted proteins and the genes that 
encode them. This knowledge will allow one to detect, to treat, and to prevent 

10 medical diseases, disorders, and/or conditions by using secreted proteins or the genes 
that encode them. 

Summary of the Invention 

The present invention relates to novel polynucleotides and the encoded 
15 polypeptides. Moreover, the present invention relates to vectors, host cells, 

antibodies, and recombinant and synthetic methods for producing the polypeptides 
and polynucleotides. Also provided are diagnostic methods for detecting diseases, 
disorders, and/or conditions related to the polypeptides and polynucleotides, and 
therapeutic methods for treating such diseases, disorders, and/or conditions. The 
20 invention further relates to screening methods for identifying binding partners of the 
polypeptides. 

Detailed Description 

Definitions 
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The following definitions are provided to facilitate understanding of certain 
terms used throughout this specification. 

In the present invention, "isolated" refers to material removed from its original 
environment (e.g., the natural environment if it is naturally occurring), and thus is 
5 altered "by the hand of man" from its natural state. For example, an isolated 
polynucleotide could be part of a vector or a composition of matter, or could be 
contained within a cell, and still be "isolated" because that vector, composition of 
matter, or particular cell is not the original environment of the polynucleotide. The 
term "isolated" does not refer to genomic or cDNA libraries, whole cell total or 
10 mRNA preparations, genomic DNA preparations (including those separated by 
electrophoresis and transferred onto blots), sheared whole cell genomic DNA 
preparations or other compositions where the art demonstrates no distinguishing 
features of the polynucleotide/sequences of the present invention. 

15 In the present invention, a "secreted" protein refers to those proteins capable 

of being directed to the ER, secretory vesicles, or the extracellular space as a result of 
a signal sequence, as well as those proteins released into the extracellular space 
without necessarily containing a signal sequence. If the secreted protein is released 
into the extracellular space, the secreted protein can undergo extracellular processing 

20 to produce a "mature" protein. Release into the extracellular space can occur by many 
mechanisms, including exocytosis and proteolytic cleavage. 

In specific embodiments, the polynucleotides of the invention are at least 15, 
at least 30, at least 50, at least 100, at least 125, at least 500, or at least 1000 
continuous nucleotides but are less than or equal to 300 kb, 200 kb, 100 kb, 50 kb, 15 

25 kb, 10 kb, 7.5 kb, 5 kb, 2.5 kb, 2.0 kb, or 1 kb, in length. In a further embodiment, 
polynucleotides of the invention comprise a portion of the coding sequences, as 
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disclosed herein, but do not comprise all or a portion of any intron. In another 
embodiment, the polynucleotides comprising coding sequences do not contain coding 
sequences of a genomic flanking gene (i.e., 5' or 3* to the gene of interest in the 
genome). In other embodiments, the polynucleotides of the invention do not contain 

5 the coding sequence of more than 1000, 500, 250, 100, 50, 25, 20, 15, 10, 5, 4, 3, 2, or 
1 genomic flanking gene(s). 

As used herein, a "polynucleotide" refers to a molecule having a nucleic acid 
sequence contained in SEQ ID NO:X or the cDNA contained within the clone 
deposited with the ATCC. For example, the polynucleotide can contain the 

10 nucleotide sequence of the full length cDNA sequence, including the 5 1 and 3' 

untranslated sequences, the coding region, with or without the signal sequence, the 
secreted protein coding region, as well as fragments, epitopes, domains, and variants 
of the nucleic acid sequence. Moreover, as used herein, a "polypeptide" refers to a 
molecule having the translated amino acid sequence generated from the 

15 polynucleotide as broadly defined. 

In the present invention, the full length sequence identified as SEQ ID NO:X 
was often generated by overlapping sequences contained in multiple clones (contig 
analysis). A representative clone containing all or most of the sequence for SEQ ID 
NO:X was deposited with the American Type Culture Collection ("ATCC"). As 

20 shown in Table 1, each clone is identified by a cDNA Clone ID (Identifier) and the 
ATCC Deposit Number. The ATCC is located at 10801 University Boulevard, 
Manassas, Virginia 201 10-2209, USA. The ATCC deposit was made pursuant to the 
terms of the Budapest Treaty on the international recognition of the deposit of 
microorganisms for purposes of patent procedure. 

25 A "polynucleotide" of the present invention also includes those 

polynucleotides capable of hybridizing, under stringent hybridization conditions, to 
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sequences contained in SEQ ID NO:X, the complement thereof, or the cDNA within 
the clone deposited with the ATCC. "Stringent hybridization conditions" refers to an 
overnight incubation at 42 degree C in a solution comprising 50% formamide, 5x SSC 
(750 mM NaCl, 75 mM trisodium citrate). 50 mM sodium D hr, s ^j, a f„ /„u n ^ c. 
Denhardt's solution, 10% dextran sulfate, and 20 /.g/m! denatured, sheared salmon 
sperm DNA, followed by washing the filters in 0. 1 x SSC at about 65 degree C. 

Also contemplated are nucleic acid molecules that hybridize to the 
polynucleotides of the present invention at lower stringency hybridization conditions. 
Changes in the stringency of hybridization and signal detection are primarily 
accomplished through the manipulation of formamide concentration (lower 
percentages of formamide result in lowered stringency); salt conditions, or 
temperature. For example, lower stringency conditions include an overnight 
incubation at 37 degree C in a solution comprising 6X SSPE (20X SSPE = 3M NaCl; 
0.2M NaH 2 P0 4 ; 0.02M EDTA, P H 7.4), 0.5% SDS, 30% formamide, 100 ug/ml 
salmon sperm blocking DNA; followed by washes at 50 degree C with 1XSSPE, 
0. 1 % SDS. In addition, to achieve even lower stringency, washes performed 
following stringent hybridization can be done at higher salt concentrations (e.g. 5X 
SSC). 

Note that variations in the above conditions may be accomplished through the 
inclusion and/or substitution of alternate blocking reagents used to suppress 
background in hybridization experiments. Typical blocking reagents include 
Denhardt's reagent, BLOTTO, heparin, denatured salmon sperm DNA, and 
commercially available proprietary formulations. The inclusion of specific blocking 
reagents may require modification of the hybridization conditions described above, 
due to problems with compatibility. 
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Of course, a polynucleotide which hybridizes only to polyA+ sequences (such 
as any 3* terminal polyA+ tract of a cDNA shown in the sequence listing), or to a 
complementary stretch of T (or U) residues, would not be included in the definition of 
"polynucleotide," since such a polynucleotide would hybridize to any nucleic acid 

5 molecule containing a poly (A) stretch or the complement thereof (e.g., practically 
any double-stranded cDNA clone generated using oligo dT as a primer). 

The polynucleotide of the present invention can be composed of any 
polyribonucleotide or polydeoxribonucleotide, which may be unmodified RNA or 
DNA or modified RNA or DNA. For example, polynucleotides can be composed of 

10 single- and double-stranded DNA, DNA that is a mixture of single- and double- 
stranded regions, single- and double-stranded RNA, and RNA that is mixture of 
single- and double-stranded regions, hybrid molecules comprising DNA and RNA 
that may be single-stranded or, more typically, double-stranded or a mixture of single- 
and double-stranded regions. In addition, the polynucleotide can be composed of 

15 triple-stranded regions comprising RNA or DNA or both RNA and DNA. A 
polynucleotide may also contain one or more modified bases or DNA or RNA 
backbones modified for stability or for other reasons. "Modified" bases include, for 
example, tritylated bases and unusual bases such as inosine. A variety of 
modifications can be made to DNA and RNA; thus, "polynucleotide" embraces 

20 chemically, enzymatically, or metabolically modified forms. 

The polypeptide of the present invention can be composed of amino acids 
joined to each other by peptide bonds or modified peptide bonds, i.e., peptide 
isosteres, and may contain amino acids other than the 20 gene-encoded amino acids. 
The polypeptides may be modified by either natural processes, such as 

25 posttranslational processing, or by chemical modification techniques which are well 
known in the art Such modifications are well described in basic texts and in more 
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detailed monographs, as well as in a voluminous research literature. Modifications 
can occur anywhere in a polypeptide, including the peptide backbone, the amino acid 
side-chains and the amino or carboxyl termini. It will be appreciated that the same 
type of modification may be present in the same or varying degrees at several sites in 
5 a given polypeptide. Also, a given polypeptide may contain many types of 
modifications. Polypeptides may be branched , for example, as a result of 
ubiquitination, and they may be cyclic, with or without branching. Cyclic, branched, 
and branched cyclic polypeptides may result from posttranslation natural processes or 
may be made by synthetic methods. Modifications include acetylation, acylation, 
10 ADP-ribosylation, amidation, covalent attachment of flavin, covalent attachment of a 
heme moiety, covalent attachment of a nucleotide or nucleotide derivative, covalent 
attachment of a lipid or lipid derivative, covalent attachment of phosphotidylinositol, 
cross-linking, cyclization, disulfide bond formation, demethylation, formation of 
covalent cross-links, formation of cysteine, formation of pyroglutamate, formylation, 
1 5 gamma-carboxylation, glycosylate, GPI anchor formation, hydroxylation, 

iodination, methylation, myristoylation, oxidation, pegylation, proteolytic processing, 
phosphorylation, prenylation, racemization, selenoylation, sulfation, transfer-RNA 
mediated addition of amino acids to proteins such as arginylation, and ubiquitination. 
(See, for instance, PROTEINS - STRUCTURE AND MOLECULAR PROPERTIES, 
20 2nd Ed., T. E. Creighton, W. H. Freeman and Company, New York (1993); 

POSTTRA N S LATION A L COVALENT MODIFICATION OF PROTEINS, B. C. 
Johnson, Ed., Academic Press, New York, pgs. 1-12 (1983); Seifter et al., Meth 
Enzymol 182:626-646 (1990); Rattan et al., Ann NY Acad Sci 663:48-62 (1992).) 
"SEQ ID NO:X" refers to a polynucleotide sequence while "SEQ ID NO:Y" 
25 refers to a polypeptide sequence, both sequences identified by an integer specified in 
Table I. 
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"A polypeptide having biological activity" refers to polypeptides exhibiting 
activity similar, but not necessarily identical to, an activity of a polypeptide of the 
present invention, including mature forms, as measured in a particular biological 
assay, with or without dose dependency. In the case where dose dependency does 

5 exist, it need not be identical to that of the polypeptide, but rather substantially similar 
to the dose-dependence in a given activity as compared to the polypeptide of the 
present invention (i.e., the candidate polypeptide will exhibit greater activity or not 
more than about 25-fold less and, preferably, not more than about tenfold less 
activity, and most preferably, not more than about three-fold less activity relative to 

10 the polypeptide of the present invention.) 

Many proteins (and translated DNA sequences) contain regions where the 
amino acid composition is highly biased toward a small subset of the available 
residues. For example, membrane spanning domains and signal peptides (which are 
also membrane spanning) typically contain long stretches where Leucine (L), Valine 

15 (V), Alanine (A), and Isoleucine (I) predominate. Poly-Adenosine tracts (polyA) at 
the end of cDNAs appear in forward translations as poly-Lysine (poly-K) and poly- 
Phenylalanine (poIy-F) when the reverse complement is translated. These regions are 
often referred to as "low complexity" regions. 

Such regions can cause database similarity search programs such as BLAST to 

20 find high-scoring sequence matches that do not imply true homology. The problem is 
exacerbated by the fact that most weight matrices (used to score the alignments 
generated by BLAST) give a match between any of a group of hydrophobic amino 
acids (L,V and I) that are commonly found in certain low complexity regions almost 
as high a score as for exact matches. 

25 In order to compensate for this, BLASTX.2 (version 2.0a5MP-WashU) 

employs two filters ("seg" and "xnu") which "mask" the low complexity regions in a 
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particular sequence. These filters parse the sequence for such regions, and create a 
new sequence in which the amino acids in the low complexity region have been 
replaced with the character "X". This is then used as the input sequence (sometimes 
referred to herein as "Query" and/or "Q") to the BLASTX program. While this 

5 regime helps to ensure that high-scoring matches represent true homology, there is a 
negative consequence in that the BLASTX program uses the query sequence that has 
been masked by the filters to draw alignments. 

Thus, a stretch of "X"s in an alignment shown in the following application 
does not necessarily indicate that either the underlying DNA sequence or the 

10 translated protein sequence is unknown or uncertain. Nor is the presence of such 
stretches meant to indicate that the sequence is identical or not identical to the 
sequence disclosed in the alignment of the present invention. Such stretches may 
simply indicate that the BLASTX program masked amino acids in that region due to 
the detection of a low complexity region, as defined above. In all cases, the reference 

15 sequence(s) (sometimes referred to herein as "Subject", "Sbjcf, and/or "S") indicated 
in the specification, sequence table (Table 1), and/or the deposited clone is (are) the 
definitive embodiment(s) of the present invention, and should not be construed as 
limiting the present invention to the partial sequence shown in an alignment, unless 
specifically noted otherwise herein. 

20 

Polynucleotides and Polypeptides of the Invention 

FEATURES OF PROTEIN ENCODED BY GENE NO: 1 

It has been discovered that this gene is expressed primarily in the following 
25 tissues/cDNA libraries: Rejected Kidney, lib 4; human tonsils; Spleen, Chronic 
lymphocytic leukemia; Soares fetal liver spleen 1NFLS. 
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Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO: 11 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 

5 excluded from the scope of the present invention. To list every related sequence 

would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1 103 of SEQ ID NO:l 1, b 
is an integer of 15 to 1 1 17, where both a and b correspond to the positions of 

10 nucleotide residues shown in SEQ ID NO: 1 1 , and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 2 

It has been discovered that this gene is expressed primarily in human tonsils. 

15 Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 

61 as residues: Ile-20 to Asn-26. 

The tissue distribution in tonsils cells indicates that polynucleotides and 
polypeptides corresponding to this gene are useful for the diagnosis and treatment of a 
variety of immune system disorders. Expression of this gene product in tonsils 

20 suggests a role in the regulation of the proliferation; survival; differentiation; and/or 
activation of potentially all hematopoietic cell lineages, including blood stem cells. 
This gene product may be involved in the regulation of cytokine production, antigen 
presentation, or other processes that may also suggest a usefulness in the treatment of 
cancer (e.g. by boosting immune responses). Since the gene is expressed in cells of 

25 lymphoid origin, the gene or protein, as well as, antibodies directed against the 
protein may show utility as a tumor marker and/or immunotherapy targets for the 



WO 00/61628 



PCT/US00/09070 



1 I 

above listed tissues. Therefore it may be also used as an agent for immunological 
disorders including arthritis, asthma, immune deficiency diseases such as AIDS, 
leukemia, rheumatoid arthritis, inflammatory bowel disease, sepsis, acne, and 
psoriasis. In addition, this gene product may have commercial utility in the expansion 

5 of stem cells and committed progenitors of various blood lineages, and in the 

differentiation and/or proliferation of various cell types. Protein, as well as, antibodies 
directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. 

Many polynucleotide sequences, such as EST sequences, are publicly 

10 available and accessible through sequence databases. Some of these sequences are 

related to SEQ ID NO: 12 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 

15 are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1421 of SEQ ID NO: 12, b 
is an integer of 15 to 1435, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO: 12, and where b is greater than or equal to a 
+ 14. 

20 

FEATURES OF PROTEIN ENCODED BY GENE NO: 3 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Activated T-Cells; Human Adult Pulmonary,re- 
excision. 

25 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
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related to SEQ ID NO: 13 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
5 are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1500 of SEQ ID NO: 13, b 
is an integer of 15 to 1514, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO: 13, and where b is greater than or equal to a 
+ 14. 

10 

FEATURES OF PROTEIN ENCODED BY GENE NO: 4 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: KMH2; Soares melanocyte 2NbHM; Anergic T-cell; Soares 
placenta Nb2HR 

15 Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 

63 as residues: GIn-2 to Gln-8. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO: 14 and may have been publicly available prior to conception of 

20 the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 848 of SEQ ID NO: 14, b 

25 is an integer of 15 to 862, where both a and b correspond to the positions of 
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nucleotide residues shown in SEQ ID NO: 14, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 5 

5 It has been discovered that this gene is expressed primarily in the following 

tissues/cDNA libraries: Human Synovial Sarcoma; Anergic T-cell. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO: 15 and may have been publicly available prior to conception of 

10 the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 681 of SEQ ID NO: 15, b 

15 is an integer of 15 to 695, where both a and b correspond to the positions of 

nucleotide residues shown in SEQ ID NO: 15, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 6 
20 The computer algorithm BLASTX has been used to determine that the 

translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
gnllPIDIe31428I (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as "Pro-Pol-dUTPase 
25 polyprotein [Mus musculus]". A partial alignment demonstrating the observed 
homology is shown immediately below. 
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>gnl|PID|e314281 Pro-Pol-dOTPase polyprotein [Mus musculus] >bbs| 132484 
f ibulin 

gene homolog [mice, Peptide Partial, 78 aa] [Mus sp.j {SUB 

5 380-457} 

Length = 1182 

Minus Strand HSPs: 

10 Score o 443 (155.9 bits), Expect = 4.2e-59, Sum P(2) = 4.2e-59 

Identities = 87/106 (82%), Positives = 94/106 (88%), Frame « -1 

Q: 436 VKA1MVGNAKWKPLELAVPRKVV11QKQY*IPGGKMEISATIKDLKDTGVVTPTISLFNS^ 257 
V+AIHVG AKW PLEL +P+K+VNQKQY IPG EI+ATIKDLKD GW+PT S FNSP 
15 S: 135 VRAIMVGKAKWIPLELPLPKKIVNQKQYCIPGEIAEITATIKDLKDAGVWPTTSPFNSP 194 

Q: 256 IWPVQKTDGSWRMTVDYDELN*WTPIAAAVPDWSLLEQINTSPG 119 

IWPVQKTDGSWRMTVDY +LN WTPIAAAVPDWSLLEQINTSPG 
S: 195 IWPVQKTDGSWRMTVDYRKLNQWTPIAAAVPDWSLLEQINTSPG 240 



20 



Score « 211 (74.3 bits). Expect = 4.2e-59, Sum P(2) « 4.2e-59 
Identities = 45/71 (63%), Positives » 51/71 (71%), Frame = -3 



Q: 653 NPPTLWGWSLQVGQGGWIT*GQVINGVLAQVQLTAGPVGPQTHPWIFQVPGCIIGIDIL 474 
25 +P G ++VG G GQVINGVL V+LT GPVGP+THPWI VP CIIGIDIL 

S: 65 DPKKHCGPPVKVGAYG GQVINGVLTDVRLTVGPVGPRTHPWISPVPECIIGIDIL 120 



Q: 473 SSWQNPHIGSL 441 
+WQN HIGSL 
30 S: 121 RNWQNS HIGSL 131 



The segments of gnllPIDIe3 14281 that are shown as "S" above are set out in 
the sequence listing as SEQ ID NO. 109 and SEQ ID NO. 1 1 1. Based on the 
structural similarity these homologous polypeptides are expected to share at least 

35 some biological activities. Such activities are known in the art, some of which are 
described elsewhere herein. Assays for determining such activities are also known in 
the art, some of which have been described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 1 10 and/or SEQ 

40 ID NO. 1 12 which correspond to the "Q" sequences in the alignment shown above 
(gaps introduced in a sequence by the computer are, of course, removed). 
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It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Manic Depression Tissue; H. Kidney Medulla, re- 
excision; Dendritic cells, pooled; Anergic T-cell. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
65 as residues: Gln-27 to Cys-32. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO: 16 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 707 of SEQ ID NO: 16, b 
is an integer of 15 to 721, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO: 16, and where b is greater than or equal to a 



+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 7 

The computer algorithm BLASTX has been used to determine that the 
translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
gil538413 (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as "zinc finger protein 
[Mus musculusj". A partial alignment demonstrating the observed homology is shown 
immediately below. 
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>gi | 538413 zinc finger protein [Mus musculus] >sp|Q62510 (Q62510 ZINC 
FINGER 

PROTEIN 62 (FRAGMENT). >gnl| PID|e293080 zinc finger protein 

[Hua 

5 musculus] {SUB 102-623} 

Length = 623 

Minus Strand HSPs: 

10 Score = 771 (271.4 bits), Expect = 7.2e-76, P = 7.2e-76 

Identities = 142/253 (56%), Positives = 181/253 (71%), Frame = -2 

Q: 784 EQEGEASE — KSLHLSPQHITHQTMPIGQRGSEQGKRVENINGTSyPSLQQKTNAVKKLH 611 
E+ E E K+ S I H+ + G++ + +++S+++ + KKH 

15 S: 61 EKPYECDECGKAFRNSSGLIVHKRIHTGEKPYKCDICGKAFSYSSGIAVHKSIHPGKKAH 120 

Q: 610 KCDECGKSFKYNSRLVQHKIMHTGEKRYECDDCGGTFRSSSSLRVHKRIHTGEKPYKCEE 431 

+C +CGKSF YNS L+QHK +HTGE+ Y CD CG TFR++S L+VH+R+HTGEKPYKC+ 
S: 121 ECKDCGKSFSYNSLLLQHKTIHTGERPYVCDVCGKTFRNNSGLKVHRRLHTGEKPYKCDV 180 



20 



Q: 430 CGKAYMSYSSLINHKSTHSGEKNCKCDECGKSFNYSSVLDQHKRIHTGEKPYECGECGKA 251 

CGKAY+S SSL NHK H GEK KC C KSFNYSS L+QHKRIHT EKP+ C ECGKA 
S: 181 CGKAYISRSSLKNHKGIHMGEKPYKCSYCEKSFNYSSALEQHKRIHTREKPFGCDECGKA 240 



25 Q: 250 FRNSSGLRVHKXIHTGEKPYECDICGKTFSNSSGLRVHKRIHTGEKPYECDECGKAFITC 71 

FRN+SGL+VHK IHTGE+PY+C+ CGK + + S L HK +H GEKP++CDEC KAFIT 
S: 241 FRNNSGLKVHKRIHTGERPYKCEECGKAYISLSSLINHKSVHPGEKPFKCDECEKAFITY 300 



Q: 70 RTLLNHKSIHFGD 32 
30 RTLLNHK IH G+ 

S: 301 RTLLN HKKI HLGE 313 



The segment of gil538413 that is shown as "S" above is set out in the sequence 
listing as SEQ ID NO. 113. Based on the structural similarity these homologous 

35 polypeptides are expected to share at least some biological activities. Such activities 
are known in the art, some of which are described elsewhere herein. Assays for 
determining such activities are also known in the art, some of which have been 
described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the 

40 amino acid sequence set out in the sequence listing as SEQ ID NO. 114 which 

corresponds to the "Q M sequence in the alignment shown above (gaps introduced in a 
sequence by the computer are, of course, removed). 
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Also preferred are polypeptides comprising the following amino acid 
sequence: 

MKEDKSSIREAISKAKSTANIKTEQEGEASEKSLHLSPQHITHQTMPIGQRGSE 
QGKRVENINGTSYPSLQQKTNAVKKLHKCDECGKSFKYNSRLVQHK1MHTG 

5 EKRYECDDCGGTFRSSSSLRVHKRIHTGEKPY KCEECGKAYMSYSSLINHKST 
HSGEKNCKCDECGKSFNYSSVLDQHKRIHTGEKPYECGECGKAFRNSSGLRV 
HKXIHTGEKPYECDICGKTFSNSSGLRVHKRIHTGEKPYECDECGKAFITCRTL 
LNHKSIHFGDKP (SEQ ID NO: ). Polynucleotides encoding these polypeptides are 
also encompassed by the invention. 

10 It has been discovered that this gene is expressed primarily in Anergic T-cell. 

The predominate tissue distribution in Anergic T-cells indicates that 
polynucleotides and polypeptides corresponding to this gene would be useful for the 
diagnosis and treatment of a variety of immune system disorders. Representative uses 
are described in the "Immune Activity" and "Infectious Disease" sections below, in 

15 Example 11,13, 14, 16, 18, 19, 20, and 27, and elsewhere herein. Briefly, the 

expression indicates a role in regulating the proliferation; survival; differentiation; 
and/or activation of hematopoietic cell lineages, including blood stem cells. 
Involvement in the regulation of cytokine production, antigen presentation, or other 
processes suggests a usefulness for treatment of cancer (e.g. by boosting immune 

20 responses). Expression in cells of lymphoid origin, indicates the natural gene product 
would be involved in immune functions. Therefore it would also be useful as an 
agent for immunological disorders including arthritis, asthma, immunodeficiency 
diseases such as AIDS, leukemia, rheumatoid arthritis, granulomatous disease, 
inflammatory bowel disease, sepsis, acne, neutropenia, neutrophilia, psoriasis, 

25 hypersensitivities, such as T-cell mediated cytotoxicity; immune reactions to 
transplanted organs and tissues, such as host-versus-graft and graft-versus-host 
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diseases, or autoimmunity disorders, such as autoimmune infertility, lense tissue 
injury, demyelination, systemic lupus erythematosis, drug induced hemolytic anemia, 
rheumatoid arthritis, Sjogren's disease, and scleroderma. Moreover, the protein may 
represent a secreted factor that influences the differentiation or behavior of other 

5 blood cells, or that recruits hematopoietic cells to sites of injury. Thus, this gene 
product is thought to be useful in the expansion of stem cells and committed 
progenitors of various blood lineages, and in the differentiation and/or proliferation of 
various cell types. Furthermore, the protein may also be used to determine biological 
activity, raise antibodies, as tissue markers, to isolate cognate ligands or receptors, to 

10 identify agents that modulate their interactions, in addition to its use as a nutritional 
supplement. Protein, as well as, antibodies directed against the protein may show 
utility as a tumor marker and/or immunotherapy targets for the above listed tissues. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 

15 related to SEQ ID NO: 17 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 

20 general formula of a-b, where a is any integer between 1 to 1992 of SEQ ID NO: 17, b 
is an integer of 15 to 2006, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO: 17, and where b is greater than or equal to a 
+ 14. 

25 FEATURES OF PROTEIN ENCODED BY GENE NO: 8 

It has been discovered that this gene is expressed primarily in Bone marrow. 
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Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO: 18 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 

5 excluded from the scope of the present invention. To list every related sequence 

would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 764 of SEQ ID NO: 1 8, b 
is an integer of 15 to 778, where both a and b correspond to the positions of 

10 nucleotide residues shown in SEQ ID NO: 1 8, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 9 

It has been discovered that this gene is expressed primarily in the following 
15 tissues/cDNA libraries: Soares retina N2b4HR; Hodgkin's Lymphoma II and to a 

lesser extent in Soares_fetal_heart_NbHH19W; Soares_parathyroid_tumor_NbHPA; 

Stratagene placenta (#937225); Stromal cell TF274; Soares melanocyte 2NbHM; 

Soares_placenta_8to9weeksJ2NbHP8to9W; Primary Dendritic cells,frac 2; Prostate; 

Morton Fetal Cochlea; HSC172 cells; HSA 172 Cells; Stomach cancer (human),re- 
20 excision; NCI_CGAP_GCB1; Human endometrial stromal cells-treated with 

estradiol; Human Stomachje-excision; Human Thymus; Apoptotic T-cell; Human 

Uterine Cancer; Human Ovarian Cancer Reexcision; Synovial Fibroblasts (control); 

Human Thymus Stromal Cells; Human Adrenal Gland Tumor; Human Eosinophils; 

Brain frontal cortex; Dendritic cells, pooled; Soares_fetaI_heart_NbHH19W; 
25 Stratagene endothelial cell 937223; Human Adult Pulmonary,re-excision; Human 
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Bone Marrow, treated; Human Testes; T cell helper II; Nine Week Old Early Stage 
Human and Soares placenta Nb2HP. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 

5 related to SEQ ID NO: 19 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 

10 general formula of a-b, where a is any integer between 1 to 632 of SEQ ID NO: 19, b 
is an integer of 15 to 646, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO: 19, and where b is greater than or equal to a 
+ 14. 

15 FEATURES OF PROTEIN ENCODED BY GENE NO: 10 

It has been discovered that this gene is expressed primarily in wilm's tumor. 
Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:20 and may have been publicly available prior to conception of 

20 the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 77 of SEQ ID NO:20, b is 

25 an integer of 15 to 91, where both a and b correspond to the positions of nucleotide 
residues shown in SEQ ID NO:20, and where b is greater than or equal to a + 14. 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 11 

It has been discovered that this gene is expressed primarily in stomach cancer 
(human). 

5 Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 

70 as residues: Pro-2 to Arg-7, Trp-32 to Leu-38. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:21 and may have been publicly available prior to conception of 

10 the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 707 of SEQ ID NO:21, b 

15 is an integer of 15 to 721 , where both a and b correspond to the positions of 

nucleotide residues shown in SEQ ID NO:21, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 12 
20 It has been discovered that this gene is expressed primarily in Human Uterine 

Cancer. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:22 and may have been publicly available prior to conception of 
25 the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
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would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 515 of SEQ ID NO:22, b 
is an integer of 15 to 529, where both a and b correspond to the positions of 
5 nucleotide residues shown in SEQ ID NO:22, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 13 

It has been discovered that this gene is expressed primarily in the following 

10 tissues/cDNA libraries: Smooth muscle, serum treated; Osteoblasts and to a lesser 
extent in HUMAN JURKAT MEMBRANE BOUND POLYSOMES; Human Whole 
Six Week Old Embryo; wilm's tumor; Epithelial-TNFa and INF induced; Human 
Synovial Sarcoma; Bone Marrow Cell Line (RS4,l 1); Human Endometrial Tumor; 
HSA 172 Cells; Human Fetal Lung III; Activated T-Cell (12hs)rThiouridine 

15 labelledEco; Human Fetal Kidney; Aorta endothelial cells + TNF-a; Amniotic Cells - 
Primary Culture; Human Thymus; Hemangiopericytoma; STROMAL - 
OSTEOCLASTOMA; Human Fetal Dura Mater; Human Fetal Brain; Stratagene lung 
(#937210); Soares fetal liver spleen 1NFLS; Stromal cell TF274; Human Testes; 
Activated T-cells; Early Stage Human Lung, subtracted; Nine Week Old Early Stage 

20 Human; Primary Dendritic Cells, lib 1 ; Human Aortic Endothelium; Human Pineal 
Gland; Macrophage-oxLDL; Smooth muscle, serum induced,re-exc; Human T-Cell 
Lymphoma; HUMAN B CELL LYMPHOMA; Human Skin Tumor; Human 
Microvascular Endothelial Cells, fract. A; Human Normal Breast; Early Stage Human 
Brain; Endothelial cells-control; Human 8 Week Whole Embryo; Amniotic Cells - 

25 TNF induced; Human Infant Brain; Human Prostate; Macrophage (GM-CSF treated); 
Spleen, Chronic lymphocytic leukemia; Whole 6 Week Old Embryo; Human 
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Thymus; Human umbilical vein endothelial ceils, IL-4 induced; Bone marrow; human 
tonsils; Endothelial-induced; Human Cerebellum; JurkatT-cell Gl phase; Human 
Brain, Striatum; T-Cell PHA 24 hrs; breast lymph node CDNA library; Human 
Amygdala; Activated T-cell(12h)/Thiouridine-re-excision; Human Fetal Brain: 
5 Human Colon; Human Ovary; Stratagene fetal spleen (#937205); Human 

Hypothalmus.Schizophrenia; Stratagene endothelial cell 937223; Monocyte activated; 
Stratagene endothelial cell 937223; Human Fetal Brain; Stratagene fibroblast 
(#937212); Human Prostate Cancer, Stage C fraction; Synovial hypoxia; Prostate 
BPH; Human Pancreas Tumor; Human Placenta; Keratinocyte; Stratagene ovary 
10 (#937217); Human Osteoclastoma Stromal Cells - unamplified; Human 

Rhabdomyosarcoma; Adipocytes; Human Fetal Heart; T cell helper II; Human Whole 
6 Week Old Embryo (II), subt; Morton Fetal Cochlea; Smooth Muscle- HASTE 
normalized; Smooth muscle, ILIb induced; Human Bone Marrow, re-excision; 
Human Uterine Cancer; Human Gall Bladder; 12 Week Old Early Stage Human; 
Soares breast 3NbHBst; Primary Dendritic cells.frac 2; Stratagene endothelial cell 
937223; Soares placenta Nb2HP; Human Infant Adrenal Gland; Smooth Muscle 
Serum Treated, Norm; Human Primary Breast Cancer; Human Thyroid; Human 
Epididymus; Human Synovium; Breast Cancer cell line, MDA 36; T-Cell PHA 16 
hrs; Apoptotic T-cell; 12 Week Old Early Stage Human, II; Human Hippocampus; 
Human Chondrosarcoma; Resting T-Cell Library.II; 

Soares_parathyroid_tumor_NbHPA; Human Neutrophil, Activated; Human Adult 
Pu!monary, re -excision; T Cell helper I; CD34 positive cells (Cord Blood); Stratagene 
NT2 neuronal precursor 937230; Soares infant brain 1NIB; Human colon carcinoma 
(HCC) cell line, remake; Human Pancreatic Carcinoma; Smooth muscle-ILb induced; 
Synovial IL-l/TNF stimulated; H Female Bladder, Adult; Human Fetal Epithelium 
(Skin); H. Kidney Cortex, subtracted; Stratagene colon (#937204); Human 
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endometrial stromal cells-treated with progesterone; 

Soares_senescent_fibroblasts_NbHSF; Human Umbilical Vein Endothelial Cells, 
uninduced; Human Thymus Stromal Cells; Human adult testis, large inserts; 
Stratagene liver (#937224); Soares melanocyte 2NbHM; neutrophils control; 
5 Stratagene colon (#937204); Human Spleen; H. Striatum Depression, subtracted; 
Human 7 Weeks Old Embryo, subtracted; STRIATUM DEPRESSION; Human 
epithelioid sarcoma; Human Adult Retina; Human Adult Pulmonary; H. Atrophic 
Endometrium; Stratagene colon (#937204); human colon cancer; Breast Lymph node 
cDNA library; Messangial cell, frac 2; Stratagene placenta (#937225); human corpus 

10 colosum; Glioblastoma; Stratagene endothelial cell 937223; Human Osteosarcoma; 
Human endometrial stromal cells; Pancreatic Islet; H. Lymph node breast Cancer; 
Human Chronic Synovitis; H. Kidney Medulla, re-excision; Human Activated T- 
Cells; Human Adipose; Spinal cord; Human Adrenal Gland Tumor; Human Testes 
Tumor; H Macrophage (GM-CSF treated), re-excision; Human Osteoclastoma; 

15 Soares_fetal_heart_NbHH19W; Smooth muscle.control; Human Hippocampus; 

Human Myometrium Leiomyoma; Human Thymus; Hemangiopericytoma; C7MCF7 
cell line, estrogen treated; Human Primary Breast Cancer; HBGB's differential 
consolidation; Human colon cancer, metaticized to liver, subtraction; Jurkat Cells; 
Messangial cell, frac 1; Brain Amygdala Depression; Bone Cancer; Human Fetal 

20 Lung; Human (Caco-2) cell line, adenocarcinoma, colon, remake; Resting T-Cell; 
Human Colon, subtraction; H. Striatum Depression, subt; prostate-edited; Human 
Gall Bladder, fraction II; Soares retina N2b5HR; Human White Adipose; HSC172 
cells; Human Pituitary, subtracted; HUMAN STOMACH; Human Fetal Bone; Soares 
retina N2b4HR; Stratagene colon (#937204); Hepatocellular Tumor, Human 

25 Umbilical Vein, Endo. remake; Stratagene endothelial cell 937223; 

Soares_fetalJieart_NbHH19W; H. Meningima, Ml; Spinal Cord, re-excision; Human 
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Neutrophil; CD34 depleted Buffy Coat (Cord Blood); Liver, Hepatoma; Stratagene 
NT2 neuronal precursor 937230; Synovial Fibroblasts (control); 
Soares_fetaLheart_NbHH19W; Stratagene ovarian cancer (#937219); NTERA2, 
control; Stratagene colon (#937204); Soares_multiple_sclerosis_2NbHMSP; Human 
5 Substantia Nigra; Human Placenta; Stratagene ovarian cancer (#937219); 
Soares_placenta_8to9weeks_2NbHP8to9W;Soares_fetalJung_NbHL19W; 
Soares_senescent_fibroblastsJMbHSF; Stratagene muscle 937209; Stratagene HeLa 
cell s3 937216; Hodgkin's Lymphoma II; Stratagene lung carcinoma 937218; 
Stratagene neuroepithelium NT2RAMI 937234; Human Hippocampus, prescreened; 

10 Colon Epithelium; Human Lung Cancer; Human Old Ovary, subtracted; Human Fetal 
Lung; Human Esophagus, Cancer; H. Kidney Pyramid; Activated T-Cells, 8 hrs, 
differentially expressed; CAMAlEe Cell Line; Human Colon Cancer, metasticized to 
live; Smooth muscle-edited A; Human Fetal Kidney; Human Adult Lymph Node, 
subtracted; Pericardium; Human Umbilical Vein Endothelial Cells, fract. B; 

15 CD34+cells, II; Human Adult Spleen, fractionll; Human Old Ovary; Human Infant 
Adrenal Gland, Subtracted; Human Kidney Tumor; Activated T-Cells, 24 hrs.; 
Osteoclastoma-normalized B; brain stem; H. hypothalamus, frac A; Human Prostate 
Cancer, Stage B2; Prostate; CD34+ cell, I, frac II; Human Thymus Tumor, subtracted; 
CD34+cells, II, FRACTION 2; Normal Ovary, Premenopausal; Human White Fat; 

20 Activated T-Cells, 8 hrs., ligation 2; Human Prostate, subtracted; Testes; K562 + 
PMA (36 hrs), re-excision; Human Uterus, normal; Colorectal Tumor; H Umbilical 
Vein Endothelial Cells, frac A, re -excision; Weizmann Olfactory Epithelium; Human 
Fetal Brain, random primed; HUMAN TONSILS, FRACTION 2; Human Adult 
Spleen; Human OB HOS control fraction I; Human OB MG63 treated (10 nM E2) 

25 fraction I; Human OB HOS treated (10 nM E2) fraction I; Human Colon Carcinoma 
(HCC) cell line; Human Umbilical Vein Endothelial Cells, fract. A; Human Fetal 
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Spleen; Human Placenta; Soares_fetaLheart_NbHH19W; h. Epididiymus, caput & 
corpus; SoaresJetaIJieart_NbHH19W; Stratagene corneal stroma (#937222); Raji 
Cells, cyclohexamide treated; Apoptotic T-cell, re-excision; HEL cell line; Human 
endometrial stromal cells-treated with estradiol; Soares_fetal_lung_NbHL19W; 
5 Alzheimers, spongy change; NTERA2 + retinoic acid, 14 days; Stratagene endothelial 
cell 937223; Synovial hypoxia-RSF subtracted; 

Soares_jriultiple_sclerosis_2NbHMSP; Human Whole Brain #2 - Oligo dT > 1.5Kb; 
Stratagene pancreas (#937208); Stratagene hNT neuron (#937233); Stratagene lung 
carcinoma 937218; Stratagene NT2 neuronal precursor 937230; Stratagene ovarian 

10 cancer (#937219); Stratagene neuroepithelium (#937231); Myoloid Progenitor Cell 
Line; JurkatT-Cell, S phase; Human Pituitary, subt IX; Human Manic Depression 
Tissue; Human Adult Small Intestine; Fetal Liver, subtraction II; 
Soares_mu!tiple_sclerosis_2NbHMSP; Breast Cancer Cell line, angiogenic; human 
ovarian cancer; Human Osteoblasts II; Merkel Cells; Human Activated Monocytes; 

15 Stratagene NT2 neuronal precursor 937230; Hepatocellular Tumor, re-excision; 
Human Liver, normal; Pancreas Islet Cell Tumor; H. Frontal cortex,epiIeptic,re- 
excision; Human Eosinophils; Soares_fetal Jung_NbHL19W; 
Soares_fetalJieart_NbHH19W; Soares_senescent_fibroblasts„NbHSF; Brain frontal 
cortex; Stratagene pancreas (#937208); Soares_multiple_sclerosis_2NbHMSP; 

20 Soares_multiple_sclerosis_2NbHMSP; Pancreatic Islet; 

Soares_multiple_sclerosis_2NbHMSP; CD34 depleted Buffy Coat (Cord Blood), re- 
excision; Anergic T-cell; Soares_pineal_gland_N3HPG; Stratagene neuroepithelium 
(#937231); Stratagene NT2 neuronal precursor 937230; 

Soares_fetaI_lung_NbHL19W; Soares_multipIe_sclerosis_2NbHMSP; Stratagene 
25 pancreas (#937208); Stratagene pancreas (#937208) and Stratagene NT2 neuronal 
precursor 937230. 
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Also preferred are polypeptides comprising the following amino acid 
sequence: 

AGIRHEILLSALGYLLLGAATNVFLFVLARV PAGIFKHTLSISRALLSDVVPEK 
ERPLVIGHFNTASGVGFILGPVVGGYLTELEDGFYLTAnCFLVFILNAGLVWF 

5 FPWREAKPGSTEKGLPLRKTHVLLGRSHDTVQEAATSRRARASKKTAQPWV 
EVVLALRNMKNLLFSEMWDIFLVRLLMAMAVMLYYSNFVLALEERFGVRPK 
VTGYLISYSSMLGAVAGLALGPILRLYKHNSQALLLHSSILTCTLLLLYSLAPT 
MGAVVLSSTLLSFSTAIGRTCITDLQLTVGGPXPAAPLLRGAXCDCSGPISPSL 
XGVAXRQPWAPSWPGSY AHMSLNKRHSSGDGNSKLKXE (SEQ ID NO: ). 

10 Polynucleotides encoding these polypeptides are also encompassed by the invention. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
72 as residues: Glu-27 to Lys-35, Arg^8 to Val-53, Ala-57 to Ala-69. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 

15 related to SEQ ID NO:23 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 

20 general formula of a-b, where a is any integer between 1 to 1 131 of SEQ ID NO:23, b 
is an integer of 15 to 1 145, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:23, and where b is greater than or equal to a 
+ 14. 



25 FEATURES OF PROTEIN ENCODED BY GENE NO: 14 
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It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares_fetal_liver_spleen_lNFLS_Sl; Stratagene pancreas 
(#937208) and to a lesser extent in Human Fetal Dura Mater; Human Fetal Lung III 
and Activated T-Cell (12hs)/Thiouridine labelledEco. 

5 Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 

73 as residues: Ser-48 to Thr-56. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:24 and may have been publicly available prior to conception of 

10 the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1306 of SEQ ID NO:24, b 

15 is an integer of 15 to 1320, where both a and b correspond to the positions of 

nucleotide residues shown in SEQ ID NO:24, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 15 
20 It has been discovered that this gene is expressed primarily in the following 

tissues/cDNA libraries: Smooth muscle, serum treated; Human Adult Pulmonary ,re- 

excision; Activated T-Cell (12hs)/Thiouridine labelledEco. 

The gene encoding the disclosed cDNA is believed to reside on chromosome 

19. Accordingly, polynucleotides related to this invention are useful as a marker in 
25 linkage analysis for chromosome 19. 
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The tissue distribution in activated T-cells indicates the polynucleotides and 
polypeptides corresponding to this gene would be useful for the diagnosis and 
treatment of a variety of immune system disorders. Representative uses are described 
in the "Immune Activity" and "Infectious nispsw" cp^ne k^i„„, c Y i , 

i/vivf» , 111 i^Aaiii^ric ii, 

13, 14, 16, 18, 19, 20, and 27, and elsewhere herein. Briefly, the expression indicates 
a role in regulating the proliferation; survival; differentiation; and/or activation of 
hematopoietic cell lineages, including blood stem cells. Involvement in the regulation 
of cytokine production, antigen presentation, or other processes suggests a usefulness 
for treatment of cancer (e.g. by boosting immune responses). Expression in cells of 
lymphoid origin, indicates the natural gene product would be involved in immune 
functions. Therefore it would also be useful as an agent for immunological disorders 
including arthritis, asthma, immunodeficiency diseases such as AIDS, leukemia, 
rheumatoid arthritis, granulomatous disease, inflammatory bowel disease, sepsis, 
acne, neutropenia, neutrophilia, psoriasis, hypersensitivities, such asT-cell mediated 
cytotoxicity; immune reactions to transplanted organs and tissues, such as host- 
versus-graft and graft-versus-host diseases, or autoimmunity disorders, such as 
autoimmune infertility, lense tissue injury, demyelination, systemic lupus 
erythematous, drug induced hemolytic anemia, rheumatoid arthritis, Sjogren's 
disease, and scleroderma. Moreover, the protein may represent a secreted factor that 
influences the differentiation or behavior of other blood cells, or that recruits 
hematopoietic cells to sites of injury. Thus, this gene product is thought to be useful 
in the expansion of stem cells and committed progenitors of various blood lineages, 
and in the differentiation and/or proliferation of various cell types. Furthermore, the 
protein may also be used to determine biological activity, raise antibodies, as tissue 
markers, to isolate cognate ligands or receptors, to identify agents that modulate their 
interactions, in addition to its use as a nutritional supplement. Protein, as well as, 
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antibodies directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 

5 related to SEQ ID NO:25 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 

10 general formula of a-b, where a is any integer between 1 to 954 of SEQ ID NO:25, b 
is an integer of 15 to 968, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:25, and where b is greater than or equal to a 
+ 14. 



15 FEATURES OF PROTEIN ENCODED BY GENE NO: 16 

The gene encoding the disclosed cDNA is believed to reside on chromosome 

17. Accordingly, polynucleotides related to this invention are useful as a marker in 

linkage analysis for chromosome 17. 

It has been discovered that this gene is expressed primarily in the following 
20 tissues/cDNA libraries: Soares infant brain 1NIB and to a lesser extent in NTERA2, 

control; Primary Dendritic Cells, lib 1; Soares breast 2NbHBst; Activated T-Cell 

(12hs)/Thiouridine labelledEco; Soares _pregnant_uterus_NbHPU; 

Soares_fetaI_lung_NbHL19W; Human Endometrial Tumor; 

Soares_fetal_lung_NbHL19W; Soares fetal liver spleen 1NFLS; Jurkat Cells, 
25 cyclohexamide treated, subtraction; Stomach Normal; Whole 6 Week Old Embryo; 

Human colon carcinoma (HCC) cell line, remake; 
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Soares_placenta_8to9weeks_2NbHP8to9W; Human Lung; HSA 172 Cells; 
Soares_total_fetus_Nb2HF8_9w; CD34 positive cells (cord blood),re-ex; Jurkat T- 
cell Gl phase; Myoloid Progenitor Cell Line; Mo7e Cell Line GM-CSF treated 
(Ing/ml); Human Adipose; Human Rhabdomyosarcoma; Ulcerative Colitis: Bone 

5 Marrow Stromal Cell, untreated; NCI_CGAP_Pr22; Macrophage-oxLDL, re- 
excision; Human T-Cell Lymphoma; Human Testes, Reexcision; Smooth 
muscle,control; CD34 positive cells (Cord Blood); Soares_fetal_heart_NbHH 19W 
and Bone Marrow Cell Line (RS4,1 1). 

Many polynucleotide sequences, such as EST sequences, are publicly 

10 available and accessible through sequence databases. Some of these sequences are 

related to SEQ ID NO:26 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 

15 are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1089 of SEQ ID NO:26, b 
is an integer of 15 to 1 103, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:26, and where b is greater than or equal to a 
+ 14. 

20 

FEATURES OF PROTEIN ENCODED BY GENE NO: 17 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Synovium; Ulcerative Colitis; 
Soares_pregnant_uterus_NbHPU; Activated T-Cell (12hs)/Thiouridine labelledEco. 
25 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
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related to SEQ ID NO:27 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
5 are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 622 of SEQ ID NO:27, b 
is an integer of 15 to 636, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:27, and where b is greater than or equal to a 
+ 14. 

10 

FEATURES OF PROTEIN ENCODED BY GENE NO: 18 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares retina N2b4HR; Human Synovial Sarcoma. 
Many polynucleotide sequences, such as EST sequences, are publicly 

15 available and accessible through sequence databases. Some of these sequences are 

related to SEQ ID NO:28 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 

20 are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1 100 of SEQ ID NO:28, b 
is an integer of 15 to 1 1 14, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:28, and where b is greater than or equal to a 
+ 14. 

25 

FEATURES OF PROTEIN ENCODED BY GENE NO: 19 
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It has been discovered that this gene is expressed primarily in Human 
Synovial Sarcoma. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:29 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 782 of SEQ ID NO:29, b 
is an integer of 15 to 796, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:29, and where b is greater than or equal to a 



+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 20 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Activated T-Cells; Spleen, Chronic lymphocytic 
leukemia. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:30 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1081 of SEQ ID NO:30, b 
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is an integer of 15 to 1095 t where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:30, and where b is greater than or equal to a 
+ 14. 



5 FEATURES OF PROTEIN ENCODED BY GENE NO: 21 

It has been discovered that this gene is expressed primarily in human tonsils. 
Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:31 and may have been publicly available prior to conception of 

10 the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1890 of SEQ ID NO:3 1 , b 

15 is an integer of 15 to 1904, where both a and b correspond to the positions of 

nucleotide residues shown in SEQ ID NO:3 1, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 22 
20 It has been discovered that this gene is expressed primarily in human tonsils. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO: 32 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
25 excluded from the scope of the present invention. To list every related sequence 

would be cumbersome. Accordingly, preferably excluded from the present invention 
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are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1547 of SEQ ID NO:32, b 
is an integer of 15 to 1561, where both a and b correspond to the positions of 

nucleotide residues shown in 9Pn in wr».n ...u__. • . 

' — ■< *~ "ncic u is greater than or equal to a 

+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 23 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Fetal Dura Mater; human tonsils. 
10 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:33 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1949 of SEQ ID NO:33, b 
is an integer of 15 to 1963, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:33, and where b is greater than or equal to a 



+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 24 

The computer algorithm BLASTX has been used to determine that the 
translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
bbsl 156631 (all information available through the recited accession number is 
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incorporated herein by reference) which is described therein as 
n NF2=neurofibromatosis type 2 {alternatively spliced, form A4} [Homo sapiens]". A 
partial alignment demonstrating the observed homology is shown immediately below. 



5 >bbs | 156631 NF2»neurof ibromatoaia type 2 {alternatively spliced, form A4} 

[human, colorectal cancer, Peptide Partial Mutant, 46 aa] 

[ Homo 

aapiena] >pir| 154375 | 154375 gene NF2 protein - human 

( fragment ) 

10 >sp|Q16230|Q16230 NEUROFIBROMATOSIS 2 (NF2) (FRAGMENT). 

>gi|463121 

NF2 [Homo sapiens] {SUB 8-46} 
Length = 46 

15 Minus Strand HSPs: 

Score = 182 (64.1 bits), Expect = 5.4e-13, P = 5.4e-13 
Identities = 34/44 (77%), Positives = 35/44 (79%), Frame = -1 

20 Q: 1264 ETGC — CSVTQAGVQWHDLGSLQPLPPRFKRFFCLSLPSSWDYR 1139 

E C CSVT AGVQW DLG LQPLPP+FKRF CLS PSSWDYR 
S: 3 EFNCESCSVTLAGVQWRDLGLLQPLPPKFKRFSCLSFPSSWDYR 46 



The segment of bbsl 15663 1 that is shown as "S" above is set out in the 
25 sequence listing as SEQ ID NO. 1 15. Based on the structural similarity these 

homologous polypeptides are expected to share at least some biological activities. 

Such activities are known in the art, some of which are described elsewhere herein. 

Assays for determining such activities are also known in the art, some of which have 

been described elsewhere herein. 
30 Preferred polypeptides of the invention comprise a polypeptide having the 

amino acid sequence set out in the sequence listing as SEQ ID NO. 1 16 which 

corresponds to the "Q" sequence in the alignment shown above (gaps introduced in a 

sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
35 tissues/cDNA libraries: Colon Carcinoma; human tonsils. 



WO 00/61628 

PCT/USOO/09070 

37 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:34 and may have been publicly available prior to conception of 

the present invention. Prpfprahiv o.<rf. M i,t^ — i .. 

. ajt .^iu^u pvijMiucicuuucs are specincaiJy 

excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1286 of SEQ ID NO:34, b 
is an integer of 15 to 1300, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:34, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 25 

The computer algorithm BLASTX has been used to determine that the 
translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
gill710216 (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as "Homo sapiens 
protein". A partial alignment demonstrating the observed homology is shown 
immediately below. 

>gi|1710216 unknown [Homo sapiens) >sp | Q99770 | Q99770 HYPOTHETICAL 15.4 KD 
PROTEIN. 
Length = 139 

Minus Strand HSPs: 

Score = 184 (64.8 bits). Expect - l.le-15, Sum P<2) = l.le-15 
Identities = 39/76 (51%), Positives = 45/76 (59%), Frame = -2 

Q: 1796 FFFFFLRWSLTLLPRLECSGMISAHCKLRLPGXXXXXXXXXXVAGTAGAHHHARLIFLYF 1617 
F FFF + RLECSG ISAHC L LPG VAGTAG A+LIF++ 

48 FLFFFFETQSHSVTRLECSGTISAHCNLCLPGSSNSPASASRVAGTAGTCRRAQLIFVFL 107 
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Q: 1616 SVETGFHCVSQDGLDL 1569 

+ E GFH V +DGLDL 
S: 108 A-EMGFHHVGRDGLDL 122 

5 

The segment of gill710216 that is shown as "S" above is set out in the 
sequence listing as SEQ ID NO. 1 17. 

Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 1 18 which 
10 corresponds to the "Q" sequence in the alignment shown above (gaps introduced in a 
sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in human tonsils. 
Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
15 related to SEQ ID NO:35 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
20 general formula of a-b, where a is any integer between 1 to 1783 of SEQ ID NO:35, b 
is an integer of 15 to 1797, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:35, and where b is greater than or equal to a 
+ 14. 

25 FEATURES OF PROTEIN ENCODED BY GENE NO: 26 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: human tonsils; Anergic T-cell. 
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Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
85 as residues: Glu-27 to Gly-35, 

Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through 

__ o - — wu^iyu^^o. ^vniL kji illume ^ci|uc iiccs are 

related to SEQ ID NO:36 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1458 of SEQ ID NO:36, b 
is an integer of 15 to 1472, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:36, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 27 

It has been discovered that this gene is expressed primarily in Liver, 
hepatocellular carcinoma. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
86 as residues: Lys-30 to Met-38. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:37 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
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general formula of a-b, where a is any integer between 1 to 1289 of SEQ ID NO:37, b 
is an integer of 15 to 1303, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:37, and where b is greater than or equal to a 
+ 14. 

5 

FEATURES OF PROTEIN ENCODED BY GENE NO: 28 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Apoptotic T-cell; Human Activated T-Cells; Anergic T-cell. 
Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 

10 87 as residues: Ser-17 to Leu-22. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:38 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 

15 excluded from the scope of the present invention. To list every related sequence 

would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1587 of SEQ ID NO:38, b 
is an integer of 15 to 1601 , where both a and b correspond to the positions of 

20 nucleotide residues shown in SEQ ID NO:38, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 29 

It has been discovered that this gene is expressed primarily in the following 
25 tissues/cDNA libraries: Neutrophils control, re-excision and to a lesser extent in 

Human Fetal Brain; Testis 1; Human Neutrophil, Activated; Human Bone Marrow, 
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treated; Spleen, Chronic lymphocytic leukemia; neutrophils control and T cell helper 
II. 

The tissue distribution in immune cells (e.g., neutrophils) indicates that 
polynucleotides and polypeptides corresponding to this gene would be useful for the 

5 diagnosis and treatment of a variety of immune system disorders. Representative uses 
are described in the 'immune Activity" and "Infectious Disease" sections below, in 
Example 1 1 , 13, 14, 16, 18, 19, 20, and 27, and elsewhere herein. Briefly, the 
expression indicates a role in regulating the proliferation; survival; differentiation; 
and/or activation of hematopoietic cell lineages, including blood stem cells. 

10 Involvement in the regulation of cytokine production, antigen presentation, or other 
processes suggests a usefulness for treatment of cancer (e.g. by boosting immune 
responses). Expression in cells of lymphoid origin, indicates the natural gene product 
would be involved in immune functions. Therefore it would also be useful as an 
agent for immunological disorders including arthritis, asthma, immunodeficiency 

15 diseases such as AIDS, leukemia, rheumatoid arthritis, granulomatous disease, 
inflammatory bowel disease, sepsis, acne, neutropenia, neutrophilia, psoriasis, 
hypersensitivities, such as T-cell mediated cytotoxicity; immune reactions to 
transplanted organs and tissues, such as host-vers us- graft and graft-versus-host 
diseases, or autoimmunity disorders, such as autoimmune infertility, lense tissue 

20 injury, demyelination, systemic lupus erythematosis, drug induced hemolytic anemia, 
rheumatoid arthritis, Sjogren's disease, and scleroderma. Moreover, the protein may 
represent a secreted factor that influences the differentiation or behavior of other 
blood cells, or that recruits hematopoietic cells to sites of injury. Thus, this gene 
product is thought to be useful in the expansion of stem cells and committed 

25 progenitors of various blood lineages, and in the differentiation and/or proliferation of 
various cell types. Furthermore, the protein may also be used to determine biological 
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activity, raise antibodies, as tissue markers, to isolate cognate ligands or receptors, to 
identify agents that modulate their interactions, in addition to its use as a nutritional 
supplement. Protein, as well as, antibodies directed against the protein may show 
utility as a tumor marker and/or immunotherapy targets for the above listed tissues. 

5 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:39 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 

10 would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1468 of SEQ ID NO:39, b 
is an integer of 15 to 1482, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:39, and where b is greater than or equal to a 

15 + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 30 

It has been discovered that this gene is expressed primarily in Human 
Rhabdomyosarcoma. 

20 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:40 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 

25 would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
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general formula of a-b, where a is any integer between 1 to 594 of SEQ ID NO:40, b 
is an integer of 15 to 608, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:40, and where b is greater than or equal to a 
+ 14. 

5 

FEATURES OF PROTEIN ENCODED BY GENE NO: 31 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares adult brain N2b5HB55Y and to a lesser extent in 
Synovial hypoxia-RSF subtracted; NCI_CGAP_GCB1 ; 

10 Soares_pregnant_uterus_NbHPU; Soares_multiple_sclerosis_2NbHMSP; Human 
Hypothalamus,schizophrenia, re-excision; KMH2; Mo7e Cell Line GM-CSF treated 
(Ing/ml); Human Uterine Cancer; Human Pancreas Tumor; Stratagene colon 
(#937204); T-Cell PHA 24 hrs; Pancreas Islet Cell Tumor; Human T-Cell 
Lymphoma; Adipocytes; Hodgkin's Lymphoma II and Nine Week Old Early Stage 

15 Human. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
90 as residues: Thr-36 to Asn-41 . 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 

20 related to SEQ ID NO:41 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 

25 general formula of a-b, where a is any integer between 1 to 1662 of SEQ ID NO:41, b 
is an integer of 15 to 1676, where both a and b correspond to the positions of 
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nucleotide residues shown in SEQ ID NO:41 , and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 32 
5 It has been discovered that this gene is expressed primarily in the following 

tissues/cDNA libraries: T-Cell PHA 24 hrs; Human Neutrophil, Activated. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:42 and may have been publicly available prior to conception of 
10 the present invention. Preferably^ such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1537 of SEQ ID NO:42, b 
15 is an integer of 15 to 1551, where both a and b correspond to the positions of 

nucleotide residues shown in SEQ ID NO:42, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 33 
20 The computer algorithm BLASTX has been used to determine that the 

translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
gil439877 (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as "reverse transcriptase 
25 [Homo sapiens]". A partial alignment demonstrating the observed homology is shown 
immediately below. 
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>gi | 439877 reverse transcriptase [Homo sapiens] 
Length = 361 

Plus Strand HSPs: 

Score = 165 (58.1 bits), Expect = 4.8e-ll, P = 4.8e-ll 
Identities = 29/29 (100%). Positives = 29/29 (100%), Frame 

Q: 22 RYHLTPVRMAIIKKSGNNRCWRGCGEIGT 108 

RYHLTPVRMAIIKKSGNNRCWRGCGEIGT 
S: 197 RYHLTPVRMAIIKKSGNNRCWRGCGEIGT 225 



The segment of gi!439877 that is shown as "S" above is set out in the sequence 
listing as SEQ ID NO. 119. Based on the structural similarity these homologous 
polypeptides are expected to share at least some biological activities. Such activities 
are known in the art, some of which are described elsewhere herein. Assays for 
determining such activities are also known in the art, some of which have been 
described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 120 which 
corresponds to the "Q" sequence in the alignment shown above (gaps introduced in a 
sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: neutrophils control. 

The tissue distribution in neutrophils indicates that polynucleotides and 
polypeptides corresponding to this gene would be useful for the diagnosis and 
treatment of a variety of immune system disorders. Representative uses are described 
in the "Immune Activity" and "Infectious Disease" sections below, in Example 11, 
13, 14, 16, 18, 19, 20, and 27, and elsewhere herein. Briefly, the expression indicates 
a role in regulating the proliferation; survival; differentiation; and/or activation of 
hematopoietic cell lineages, including blood stem cells. Involvement in the regulation 
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of cytokine production, antigen presentation, or other processes suggests a usefulness 
for treatment of cancer (e.g. by boosting immune responses). Expression in cells of 
lymphoid origin, indicates the natural gene product would be involved in immune 
functions. Therefore it would also be useful as an agent for immunological disorders 

5 including arthritis, asthma, immunodeficiency diseases such as AIDS, leukemia, 
rheumatoid arthritis, granulomatous disease, inflammatory bowel disease, sepsis, 
acne, neutropenia, neutrophilia, psoriasis, hypersensitivities, such as T-cell mediated 
cytotoxicity; immune reactions to transplanted organs and tissues, such as host- 
versus-graft and graft-versus-host diseases, or autoimmunity disorders, such as 

10 autoimmune infertility, lense tissue injury, demyelination, systemic lupus 

erythematosis, drug induced hemolytic anemia, rheumatoid arthritis, Sjogren's 
disease, and scleroderma. Moreover, the protein may represent a secreted factor that 
influences the differentiation or behavior of other blood cells, or that recruits 
hematopoietic cells to sites of injury. Thus, this gene product is thought to be useful 

15 in the expansion of stem cells and committed progenitors of various blood lineages, 
and in the differentiation and/or proliferation of various cell types. Furthermore, the 
protein may also be used to determine biological activity, raise antibodies, as tissue 
markers, to isolate cognate ligands or receptors, to identify agents that modulate their 
interactions, in addition to its use as a nutritional supplement. Protein, as well as, 

20 antibodies directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
92 as residues: His-28 to Glu-33. 

Many polynucleotide sequences, such as EST sequences, are publicly 

25 available and accessible through sequence databases. Some of these sequences are 

related to SEQ ID NO:43 and may have been publicly available prior to conception of 



WO (10/61628 



47 



PCT/USOO/09070 



the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
5 general formula of a-b, where a is any integer between 1 to 383 of SEQ ID NO:43, b 
is an integer of 15 to 397, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:43, and where b is greater than or equal to a 
+ 14. 

10 FEATURES OF PROTEIN ENCODED BY GENE NO: 34 

It has been discovered that this gene is expressed primarily in Neutrophils IL- 
1 and LPS induced. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 

15 related to SEQ ID NO:44 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 

20 general formula of a-b, where a is any integer between 1 to 1431 of SEQ ID NO:44, b 
is an integer of 15 to 1445, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:44, and where b is greater than or equal to a 
+ 14. 



25 FEATURES OF PROTEIN ENCODED BY GENE NO: 35 
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The computer algorithm BLASTX has been used to determine that the 
translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
gil488283 (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as "estrogen 
sulfotransferase [Homo sapiens]". A partial alignment demonstrating the observed 
homology is shown immediately below. 



>gi|488283 estrogen sulfotransferase [Homo sapiens] >bbs| 164797 estrogen 
10 sulfotransferase, hEST-1 [human, liver, Peptide, 294 aa] [Homo 

sapiens] >gnl | PID | e303163 estrogen sulfotransferase [Homo 



sapiens ] 

15 human 

estrogen 



20 



25 



30 



40 



>gi| 1079513 estrogen sulfotransferase [Homo sapiens] 

>pir| JC2229| JC2229 estrogen sulfotransferase (EC 2.8.2.-) - 

>sp|G488283|G488283 ESTROGEN SULFOTRANSFERASE. >gi|l932729 

sulfotransferase [Homo sapiens] {SUB 182-294} 
Length =294 



Plus Strand HSPs: 

Score » 700 (246.4 bits), Expect « 1.2e-70, Sum P(2) = 1.2e-70 
Identities = 129/129 (100%), Positives = 129/129 (100%), Frame = +2 



VPYGSWYKHVKSWWEKGKSPRVLFLTYEDLKEDIRKEVIKLIHFLERKPSEELVDRIIHH 



TSFQEMKNNPSTNYTTLPDEIMNQKLSPFMRKGITGDWKNHFTVALNEKFDKHYEQQMKE 



Q: 


704 


S: 


166 


Q: 


884 


S: 


226 


Q: 


1064 


S: 


286 



35 STLKFRTEI 



Score « 40 (14.1 bits), Expect « 1.2e-70, Sum P(2) = 1.2e-70 
Identities = 7/21 (33%), Positives = 14/21 (66%), Frame » +1 

Q: 493 DKVHTI FTY I DYLTYFASIAA 555 

++VH I Y D++ Y+ ++ A 
S: 12 EEVHGILMYKDFVKYWDNVEA 32 
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The segments of gil488283 that are shown as "S" above are set out in the 
sequence listing as SEQ ID NO. 121 and SEQ ID NO. 123. Based on the structural 
similarity these homologous polypeptides are expected to share at least some 
biological activities. Such activities are known in the art, some of which are described 
elsewhere herein. Assays for determining such activities are also known in the art, 
some of which have been described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 122 and/or SEQ 
ID NO. 124 which correspond to the "Q" sequences in the alignment shown above 
(gaps introduced in a sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares fetal liver spleen 1NFLS and to a lesser extent in 
Smooth Muscle- HASTE normalized; Adrenal GIand,normai; Smooth muscle, 
control, re-excision; Soares JfetaIJung_NbHL19W; Human Synovium; Smooth 
muscle,controi; Human 8 Week Whole Embryo; Nine Week Old Early Stage Human 
and Soares Jetal_lung_NbHL19W. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:45 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1922 of SEQ ID NO:45, b 
is an integer of 15 to 1936, where both a and b correspond to the positions of 
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nucleotide residues shown in SEQ ID NO:45, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 36 
5 The computer algorithm BLASTX has been used to determine that the 

translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
gil 1710216 (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as "Homo sapiens 
10 protein". A partial alignment demonstrating the observed homology is shown 
immediately below. 



>gi| 1710216 unknown [Homo sapiens] >sp|Q99770 | Q99770 HYPOTHETICAL 15.4 KD 
PROTEIN. 

15 Length » 139 

Minus Strand HSPs: 

Score = 183 (64.4 bits), Expect = l v 6e-12, P = 1.6e-12 
20 Identities = 39/61 (63%), Positives » 45/61 (73%), Frame = -1 

Q: 1839 FFFFS FLRQG H VLTLRLEFS DAI S AHCNLNLPGS SSHPT S ASQV AGTTGTCHQAQLTLF I 1660 

F FF F Q H +T RLE S ISAHCNL LPGSS+ P SAS+VAGT GTC +AQL +F+ 
S: 48 FLFFFFETQSHSVT-RLECSGTISAHCNLCLPGSSNSPASASRVAGTAGTCRRAQL-IFV 105 



25 



Q: 1659 F 1657 
F 

S: 106 F 106 



30 The segment of gill710216 that is shown as "S n above is set out in the 

sequence listing as SEQ ID NO. 125. 

Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 126 which 
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corresponds to the "Q" sequence in the alignment shown above (gaps introduced in a 
sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: CD34 positive cells (Cord Blood); breast lymph node CDNA 
library and to a lesser extent in Dendritic cells, pooled; human tonsils and Spleen, 
Chronic lymphocytic leukemia. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
95 as residues: Val-31 to Arg-36. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:46 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1828 of SEQ ID NO:46, b 
is an integer of 15 to 1842, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:46, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 37 

The computer algorithm BLASTX has been used to determine that the 
translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
gil767873 (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as "P2Y purinoceptor 
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[Rattus norvegicus)". A partial alignment demonstrating the observed homology is 
shown immediately below. 



>gi|767873 P2Y purinoceptor [Rattus norvegicus] >sp | P49651 | P2YR_RAT P2Y 

5 PURINOCEPTOR 1 (ATP RECEPTOR) (P2Y1) (PURINERGIC RECEPTOR). 

Length = 373 

Plus Strand HSPs: 



10 Score « 399 (140.5 bits), Expect = 8.7e-46, Sura P(3) = 8.7e-46 

Identities « 92/259 (35%), Positives = 140/259 (54%), Frame = +1 

Q: 118 YYLSIFYGIEFWGVIX3OTIVVTCYIFSLKl^SSNIYLFm,SVSDLAF^ 297 
YYL Y + F++G LGN++ ++ ++F +K W+ ++Y+FNL+++D ++ TLP LI Y 
15 . S: 52 YYLPAVYILVFIIGFLGNSVAIWMFVFHMKPWSGISVYMFWLALADFLYVXTLPALIFYY 111 

Q: 298 ANG-NWIYGDVXCISNRYVLHANLYTSILFLTFISIDRYLIIKYPFREHLLQKKEFAILI 474 

N +WI+GDV+C R++ H NLY SILFLT IS RY + YP + KK+ AI + 

S; 112 FNKTDWI FGD VMCKLQRF I F HVNLYGS ILFLTC I S AHR YSG WYPLKSLGRLKKKN AI YV 171 

20 

Q: 475 SLAIWXXXXXXXXXXXXXXXXXXTDNGT-TCNDFASSGDPHYNLIYSMCLTLLGFLIPLF 651 

S+ +W N T TC D S IYSMC T+ F IPL 

S: 172 S VL VWLI WVAI SP ILF YSGTG I RKNKTVTC Y DS TS DE YLRS YFI YSMCTTVAMFC I PL V 231 

25 Q: 652 VM — CFF Y YK I ALFLKQRNRQV ATALPLE -KPLNLVIMAWI F SVLFTP Y HVMRNVRI AS 822 
++ C+ AL K + PL K + LVT+ + +F+V + P+HVM+ + + + 

S: 232 L ILGC YGL I VRALI YKDLDN S PLRRK S I Y LVT I VLT VF AVS Y I P F H VMKTMNLRA 286 

Qi 823 RLGSWKQYQCT-QWINSFYIVTR 891 
30 RL C + + Y VTR 

S: 287 RLDFQTPEMCDFNDRVYATYQVTR 310 



The segment of gil767873 that is shown as "S" above is set out in the sequence 
listing as SEQ ID NO. 127. Based on the structural similarity these homologous 
35 polypeptides are expected to share at least some biological activities. Such activities 
are known in the art, some of which are described elsewhere herein. Assays for 
determining such activities are also known in the art, some of which have been 
described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the 
40 amino acid sequence set out in the sequence listing as SEQ ID NO. 128 which 



WO 00/6162H 



PCT/USOO/09070 



53 



corresponds to the "Q" sequence in the alignment shown above (gaps introduced in a 
sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in the following 

tissues/cDNA libraries: A 

— ■■" ■ v^unujv, 1 iiinai/ ucnuiiui. «_ens, 

lib 1 and to a lesser extent in Soares_pregnant_uterus_NbHPU; 
Soares_fetalJung_NbHL19W; wilm's tumor; Soares_fetaI_heart_NbHH19W; 
Dendritic cells, pooled; Primary Dendritic cells,frac 2; 

Soares_fetal_heart_NbHH 1 9W; Soares_senescent_fibroblasts_NbHSF; Soares 
placenta Nb2HP; Soares_totaI_fetus_Nb2HF8_9w; Human Soleus; 
Soares_fetal_heart_NbHH19W; Human Substantia Nigra; CD34 depleted Buffy Coat 
(Cord Blood), re-excision; Soares_pregnant_uterus_NbHPU; Human Fetal Brain; 
Human Greater Omentum Tumor; Human Fetal Kidney; Larynx tumor; Human 
Placenta, subtracted; Human Aortic Endothelium; Human Cardiomyopathy, 
subtracted; Human Pancreatic Carcinoma; Soares_NhHMPu_Sl; 
Soares_NhHMPu_Sl; Human endometrial stromal cells-treated with estradiol; 
Hepatocellular Tumor; Human Umbilical Vein, Endo. remake; Healing groin wound, 
7.5 hours post incision; Human Fetal Epithelium (Skin); Human endometrial stromal 
cells; Soares_placenta_8to9weeks_2NbHP8to9W; Human Pituitary, subt IX; KMH2; 
Human Bone Marrow, re-excision; Breast Cancer Cell line, angiogenic; HUMAN 
JURKAT MEMBRANE BOUND POLYSOMES; Liver, Hepatoma; Human 
Activated Monocytes; Epithelial-TNFa and INF induced; Human Thymus; Human 
Fetal Brain; Macrophage (GM-CSF treated); Human Whole Six Week Old Embryo; 
Human Gall Bladder; 12 Week Old Early Stage Human; Colon Carcinoma; Soares 
melanocyte 2NbHM; Soares_fetalJung_NbHL19W; Human Synovial Sarcoma; 
Endothelial-induced; Activated T-Cell (I2hs)AThiouridine labelledEco; Endothelial 
cells-control; Monocyte activated; T cell helper II and Kcratinocyte. 



WO 00/61628 



PCT/USOO/09070 



54 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
% as residues: Gln-1 toThr-9. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
5 related to SEQ ID NO:47 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
10 general formula of a-b, where a is any integer between 1 to 1371 of SEQ ID NO:47, b 
is an integer of 15 to 1385, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:47, and where b is greater than or equal to a 
+ 14. 



1 5 FEATURES OF PROTEIN ENCODED BY GENE NO: 38 

The computer algorithm BLASTX has been used to determine that the 

translation product of this gene shares sequence homology with, as a non-limiting 

example, the sequence accessible through the following database accession no. 

gil406058 (all information available through the recited accession number is 
20 incorporated herein by reference) which is described therein as "protein kinase [Mus 

musculus]". A partial alignment demonstrating the observed homology is shown 

immediately below. 

>gi | 406058 protein kinase [Mus musculus) >pir |A54602| A54602 
25 microtubule-associated serine /threonine protein kinase MAST205 

mouse >sp|Q60592|Q60592 MICROTUBULE ASSOCIATED TESTIS SPECIFIC 
SERINE/THREONINE PROTEIN KINASE (205-KD TESTIS-SPECIFIC 
SERINE/THREONINE PROTEIN KINASE MAST205). 
30 Length « 1734 
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Minus Strand HSPs: 



Score = 286 (100.7 bits), Expect = 7.0e-23, P - 7.0e-23 
Identities = 66/122 (54%), Positives = 88/122 (72%), Frame - -3 

Q: 369 PHPFRKCSNPDVASGPGKSLKYKRQLSEDGRQLRRGSLGGALTGRYLLP NPVAGQ 205 

P+ FRK SNPD+ + GK +K +RQLS+D +LRRGSL +L+G+ LLP + GQ 

S: 7 PLLFRKLSNPDIFAPTGK-VKLQRQLSQDDCKLRRGSLASSLSGKQLLPLSSSVHSSVGQ 65 

Q: 204 A-WPASAETSNLVRMRSQALGQSAPSLTASLKELSLPRRGSFPVCPNAGRTSPLG*IATT 28 

W ++ E SNLVRMR+Q+LGQSAPSLTA LKELSLPRRGSF C + R S + + ++ 
S: 66 VTWQSTGEASNLVRMRNQSLGQSAPSLTAGLKELSLPRRGSF— CRTSNRKSLI — VTSS 121 

Q: 27 LNKTYPK 7 

+ T P+ 
S: 122 TSPTLPR 128 



The segment of gil4O6058 that is shown as "S" above is set out in the sequence 
listing as SEQ ID NO. 129. Based on the structural similarity these homologous 
polypeptides are expected to share at least some biological activities. Such activities 
are known in the art, some of which are described elsewhere herein. Assays for 
determining such activities are also known in the art, some of which have been 
described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 130 which 
corresponds to the "Q" sequence in the alignment shown above (gaps introduced in a 
sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in Osteoclastoma- 
normalized B. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
97 as residues: His- 18 to Gly-23, Ser-31 toTrp-36. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:48 and may have been publicly available prior to conception of 
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the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably-excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
5 general formula of a-b, where a is any integer between 1 to 591 of SEQ ID NO:48, b 
is an integer of 15 to 605, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:48, and where b is greater than or equal to a 
+ 14. 

10 FEATURES OF PROTEIN ENCODED BY GENE NO: 39 

It has been discovered that this gene is expressed primarily in Neutrophils IL- 
1 and LPS induced. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 

15 related to SEQ ID NO:49 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 

20 general formula of a-b, where a is any integer between 1 to 641 of SEQ ID NO:49, b 
is an integer of 15 to 655, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:49, and where b is greater than or equal to a 
+ 14. 



25 



FEATURES OF PROTEIN ENCODED BY GENE NO: 40 
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It has been discovered that this gene is expressed primarily in Neutrophils IL- 
1 and LPS induced. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through seauence databases Some nf th 
related to SEQ ID NO:50 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1597 of SEQ ID NO:50, b 
is an integer of 15 to 1611, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:50, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 41 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares_fetal Jiver__spleenJNFLS_Sl; Stratagene HeLa cell 
s3 937216; Soares fetal liver spleen 1NFLS and to a lesser extent in Stratagene fetal 
spleen (#937205); human tonsils. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:51 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
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general formula of a-b, where a is any integer between 1 to 1627 of SEQ ID NO:5 1, b 
is an integer of 15 to 1641, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:51, and where b is greater than or equal to a 
+ 14. 

5 

FEATURES OF PROTEIN ENCODED BY GENE NO: 42 

It has been discovered that this gene is expressed primarily in Neutrophils ILr 
1 and LPS induced. 

Many polynucleotide sequences, such as EST sequences, are publicly 

10 available and accessible through sequence databases. Some of these sequences are 

related to SEQ ID NO:52 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 

15 are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 358 of SEQ ID NO:52, b 
is an integer of 15 to 372, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:52, and where b is greater than or equal to a 
+ 14. 

20 

FEATURES OF PROTEIN ENCODED BY GENE NO: 43 

The computer algorithm BLASTX has been used to determine that the 
translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
25 gill710216 (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as "Homo sapiens 
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protein". A partial alignment demonstrating the observed homology is shown 
immediately below. 



>gi | 1710216 unknown [Homo sapiens] 
Length = 139 

Minus Strand HSPs : 

Score = 137 (48.2 bits), Expect - 4.7e-08, P - 4.7e-08 
Identities = 30/43 (69%), Positives = 32/43 (74%), Frame = -2 

Q: 140 RLECSGAISAHHNL*LPDSSDSHAPASRVAEATGMCHQAQLIF 12 

RLECSG ISAH NL LP SS+S A ASRVA G C +AQLIF 
S: 62 RLE CS GT I S AHC NLC L PGS SN S PAS AS R VAGT AGTC RRAQL I F 104 



The segment of gil 1710216 that is shown as "S" above is set out in the 
sequence listing as SEQ ID NO. 131. 

Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 132 which 
corresponds to the "Q" sequence in the alignment shown above (gaps introduced in a 
sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in Neutrophils IL- 
1 and LPS induced. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:53 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1 189 of SEQ ID NO:53, b 
is an integer of 15 to 1203, where both a and b correspond to the positions of 
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nucleotide residues shown in SEQ ID NO:53, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 44 
5 The computer algorithm BLASTX has been used to determine that the . 

translation product of this gene shares sequence homology with, as a non-limiting 
example, the sequence accessible through the following database accession no. 
gi!17 10216 (all information available through the recited accession number is 
incorporated herein by reference) which is described therein as H Homo sapiens 
10 protein". A partial alignment demonstrating the observed homology is shown 
immediately below. 



>gi| 1710216 unknown (Homo sapiens) >sp|Q99770 |Q99770 HYPOTHETICAL 15.4 KD 
PROTEIN. 

15 Length = 139 

Minus Strand HSPs: 

Score = 172 <60.5 bits). Expect = 1.8e-16, Sum P(2) = 1.8e-16 
20 Identities » 38/76 (50%), Positives = 42/76 (55%), Frame » -3 



25 



Q: 825 EMESLS-PRLQCSGLILAHCNLCLPGXXXXXXXXXXXXGIRGAHHYVQLIFVFLVEMGFH 649 

E +S S RL+CSG I AHCNLCLPG G G QLIFVFL EMGFH 

S: 54 BTQSHSVTRLECSGTISAHCHLCLPGSSNSPASASRVAGTAGTCRRAQLIFVFLAEMGFH 113 

Q: 648 LVGQAGFELLTSGGPP 601 

VG+ G +L PP 
S: 114 HVGRDGLDLNLVIHPP 129 



30 The segment of gil 17 10216 that is shown as "S" above is set out in the 

sequence listing as SEQ ID NO. 133. 

Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 134 which 



WO 00/61628 



PCT/US00/09O70 



61 



corresponds to the "Q" sequence in the alignment shown above (gaps introduced in a 

sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in Anergic T-cell. 
Preferred epitopes include those comorisine a seauence shown in 9Fn rn rvrn 

103 as residues: Met-I to Pro-7. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:54 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 837 of SEQ ID NO:54, b 
is an integer of 15 to 851, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:54, and where b is greater than or equal to a 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 45 

It has been discovered that this gene is expressed primarily in Anergic T-cell. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
104 as residues: Phe-1 1 to Asp-25. 

The tissue distribution in Anergic T-cells indicates that polynucleotides and 
polypeptides corresponding to this gene would be useful for the diagnosis and 
treatment of a variety of immune system disorders. Representative uses are described 
in the "Immune Activity" and "Infectious Disease" sections below, in Example 1 1 , 
13, 14, 16, 18, 19, 20, and 27, and elsewhere herein. Briefly, the expression indicates 
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a role in regulating the proliferation; survival; differentiation; and/or activation of 
hematopoietic cell lineages, including blood stem cells. Involvement in the regulation 
of cytokine production, antigen presentation, or other processes suggests a usefulness 
for treatment of cancer (e.g. by boosting immune responses). Expression in cells of 

5 lymphoid origin, indicates the natural gene product would be involved in immune 
functions. Therefore it would also be useful as an agent for immunological disorders 
including arthritis, asthma, immunodeficiency diseases such as AIDS, leukemia, 
rheumatoid arthritis, granulomatous disease, inflammatory bowel disease, sepsis, 
acne, neutropenia, neutrophilia, psoriasis, hypersensitivities, such asT-cell mediated 

10 cytotoxicity; immune reactions to transplanted organs and tissues, such as host- 
versus-graft and graft-versus-host diseases, or autoimmunity disorders, such as 
autoimmune infertility, lense tissue injury, demyelination, systemic lupus 
erythematosus, drug induced hemolytic anemia, rheumatoid arthritis, Sjogren's 
disease, and scleroderma. It is also likely that this gene is involved in apoptosis. 

15 Moreover, the protein may represent a secreted factor that influences the 

differentiation or behavior of other blood cells, or that recruits hematopoietic cells to 
sites of injury. Thus, this gene product is thought to be useful in the expansion of stem 
cells and committed progenitors of various blood lineages, and in the differentiation 
and/or proliferation of various cell types. Furthermore, the protein may also be used 

20 to determine biological activity, raise antibodies, as tissue markers, to isolate cognate 
ligands or receptors, to identify agents that modulate their interactions, in addition to 
its use as a nutritional supplement. Protein, as well as, antibodies directed against the 
protein may show utility as a tumor marker and/or immunotherapy targets for the 
above listed tissues. 

25 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
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related to SEQ ID NO:55 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
5 are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1252 of SEQ ID NO:55, b 
is an integer of 15 to 1266, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:55, and where b is greater than or equal to a 
+ 14. 

10 

FEATURES OF PROTEIN ENCODED BY GENE NO: 46 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: pBMC stimulated w/ poly I/C; Synovial hypoxia-RSF 
subtracted; Anergic T-cell. 

15 Many polynucleotide sequences, such as EST sequences, are publicly 

available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:56 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 

20 would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 1427 of SEQ ID NO:56, b 
is an integer of 15 to 1441, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:56, and where b is greater than or equal to a 

25 + 14. 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 47 

It has been discovered that this gene is expressed primarily in Anergic T-cell. 
Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
106 as residues: Thr-18 to His-23. 

5 Many polynucleotide sequences, such as EST sequences, are publicly . 

available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:57 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 

10 would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 562 of SEQ ID NO:57, b 
is an integer of 15 to 576, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:57, and where b is greater than or equal to a 

15 + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 48 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human umbilical vein endothelial cells, IL-4 induced; Human 
20 Prostate Cancer, Stage C fraction; H. Frontal cortex,epileptic,re-excision; Anergic T- 
cell. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:58 and may have been publicly available prior to conception of 
25 the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
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would be cumbersome. Accordingly, preferably excluded from the present invention 

are one or more polynucleotides comprising a nucleotide sequence described by the 

general formula of a-b, where a is any integer between 1 to 58 1 of SEQ ID NO:58, b 

is an integer of 15 to 595, where both a and h cnrresnnnH fn> th^ nnc \t\^ ^ 

nucleotide residues shown in SEQ ID NO:58, and where b is greater than or equal to i 
+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 49 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Neutrophils IL-1 and LPS induced; neutrophils control. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 
108 as residues: Val-I2 to Lys-18. 

Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences are 
related to SEQ ID NO:59 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 594 of SEQ ID NO:59, b 
is an integer of 15 to 608, where both a and b correspond to the positions of 
nucleotide residues shown in SEQ ID NO:59, and where b is greater than or equal to a 
+ 14. 
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Table 1 summarizes the information corresponding to each "Gene No." described 
above. The nucleotide sequence identified as "NT SEQ ID NO:X" was assembled 
from partially homologous ("overlapping") sequences obtained from the "cDNA 
clone ID" identified in Table 1 and. in some cases from aHHitirm*! r *i»t~A p»m a 
clones. The overlapping sequences were assembled into a single contiguous sequence 
of high redundancy (usually three to five overlapping sequences at each nucleotide 
position), resulting in a final sequence identified as SEQ ID NO:X. 

The cDNA Clone ID was deposited on the date and given the corresponding 
deposit number listed in "ATCC Deposit No:Z and Date." Some of the deposits 
contain multiple different clones corresponding to the same gene. "Vector" refers to 
the type of vector contained in the cDNA Clone ID. 

'Total NT Seq." refers to the total number of nucleotides in the contig 
identified by "Gene No." The deposited clone may contain all or most of these 
sequences, reflected by the nucleotide position indicated as "5' NT of Clone Seq." 
and the "3' NT of Clone Seq." of SEQ ID NO:X. The nucleotide position of SEQ ID 
NO:X of the putative start codon (methionine) is identified as "5' NT of Start Codon." 
Similarly , the nucleotide position of SEQ ID NO:X of the predicted signal sequence 
is identified as "5' NT of First AA of Signal Pep." 

The translated amino acid sequence, beginning with the methionine, is 
identified as "AA SEQ ID NO:Y," although other reading frames can also be easily 
translated using known molecular biology techniques. The polypeptides produced by 
these alternative open reading frames are specifically contemplated by the present 
invention. 

The first and last amino acid position of SEQ ID NO:Y of the predicted signal 
peptide is identified as "First AA of Sig Pep" and "Last AA of Sig Pep " The 
predicted first amino acid position of SEQ ID NO:Y of the secreted portion is 
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identified as "Predicted First AA of Secreted Portion." Finally, the amino acid 
position of SEQ ID NO:Y of the last amino acid in the open reading frame is 
identified as "Last AA of ORF" 

SEQ ID NO:X (where X may be any of the polynucleotide sequences 

5 disclosed in the sequence listing) and the translated SEQ ID NO: Y (where Y may be 
any of the polypeptide sequences disclosed in the sequence listing) are sufficiently 
accurate and otherwise suitable for a variety of uses well known in the art and 
described further below. For instance, SEQ ID NO:X is useful for designing nucleic 
acid hybridization probes that will detect nucleic acid sequences contained in SEQ ID 

10 NO:X or the cDNA contained in the deposited clone. These probes will also 
.; hybridize to nucleic acid molecules in biological samples, thereby enabling a variety 
of forensic and diagnostic methods of the invention. Similarly, polypeptides 
identified from SEQ ID NO:Y may be used, for example, to generate antibodies 
which bind specifically to proteins containing the polypeptides and the secreted 
*. 15 proteins encoded by the cDNA clones identified in Table 1. 

Nevertheless, DNA sequences generated by sequencing reactions can contain 
sequencing errors. The errors exist as misidentified nucleotides, or as insertions or 
deletions of nucleotides in the generated DNA sequence. The erroneously inserted or 
deleted nucleotides cause frame shifts in the reading frames of the predicted amino 

20 acid sequence. In these cases, the predicted amino acid sequence diverges from the 
actual amino acid sequence, even though the generated DNA sequence may be greater 
than 99.9% identical to the actual DNA sequence (for example, one base insertion or 
deletion in an open reading frame of over 1000 bases). 

Accordingly, for those applications requiring precision in the nucleotide 

25 sequence or the amino acid sequence, the present invention provides not only the 
generated nucleotide sequence identified as SEQ ID NO:X and the predicted 
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translated amino acid sequence identified as SEQ ID NO:Y, but also a sample of 
plasmid DNA containing a human cDNA of the invention deposited with the ATCC, 
as set forth in Table 1. The nucleotide sequence of each deposited clone can readily 
be determined by sequencing the deposited clone in accordance with known methods. 
The predicted amino acid sequence can then be verified from such deposits. 
Moreover, the amino acid sequence of the protein encoded by a particular clone can 
also be directly determined by peptide sequencing or by expressing the protein in a 
suitable host cell containing the deposited human cDNA, collecting the protein, and 
determining its sequence. 

The present invention also relates to the genes corresponding to SEQ ID 
NO:X, SEQ ID NO:Y, or the deposited clone. The corresponding gene can be 
isolated in accordance with known methods using the sequence information disclosed 
herein. Such methods include preparing probes or primers from the disclosed 
sequence and identifying or amplifying the corresponding gene from appropriate 
sources of genomic material. 

Also provided in the present invention are allelic variants, orthologs, and/or 
species homologs. Procedures known in the art can be used to obtain full-length 
genes, allelic variants, splice variants, full-length coding portions, orthologs, and/or 
species homologs of genes corresponding to SEQ ID NO:X, SEQ ID NO:Y, or a 
deposited clone, using information from the sequences disclosed herein or the clones 
deposited with the ATCC. For example, allelic variants and/or species homologs may 
be isolated and identified by making suitable probes or primers from the sequences 
provided herein and screening a suitable nucleic acid source for allelic variants and/or 
the desired homologue. 

The polypeptides of the invention can be prepared in any suitable manner. 
Such polypeptides include isolated naturally occurring polypeptides, recombinantly 
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produced polypeptides, synthetically produced polypeptides, or polypeptides 
produced by a combination of these methods. Means for preparing such polypeptides 
are well understood in the art. 

The polypeptides may be in the form of the secreted protein, including the 

5 mature form, or may be a part of a larger protein, such as a fusion protein (see below). 
It is often advantageous to include an additional amino acid sequence which contains 
secretory or leader sequences, pro-sequences, sequences which aid in purification , 
such as multiple histidine residues, or an additional sequence for stability during 
recombinant production. 

10 The polypeptides of the present invention are preferably provided in an 

isolated form, and preferably are substantially purified. A recombinant^ produced 
version of a polypeptide, including the secreted polypeptide, can be substantially 
purified using techniques described herein or otherwise known in the art, such as, for 
example, by the one-step method described in Smith and Johnson, Gene 67:31-40 

15 (1988). Polypeptides of the invention also can be purified from natural, synthetic or 
recombinant sources using techniques described herein or otherwise known in the art, 
such as, for example, antibodies of the invention raised against the secreted protein. 

The present invention provides a polynucleotide comprising, or alternatively 
consisting of, the nucleic acid sequence of SEQ ID NO:X, and/or a cDNA contained 

20 in ATCC deposit Z. The present invention also provides a polypeptide comprising, or 
alternatively, consisting of, the polypeptide sequence of SEQ ID NO:Y and/or a 
polypeptide encoded by the cDNA contained in ATCC deposit Z. Polynucleotides 
encoding a polypeptide comprising, or alternatively consisting of the polypeptide 
sequence of SEQ ID NO:Y and/or a polypeptide sequence encoded by the cDNA 

25 contained in ATCC deposit Z are also encompassed by the invention. 
Si gnal Sequences 
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The present invention also encompasses mature forms of the polypeptide 
having the polypeptide sequence of SEQ ID NO:Y and/or the polypeptide sequence 
encoded by the cDNA in a deposited clone. Polynucleotides encoding the mature 
forms (such as, for example, the polynucleotide sequence in SEQ ID NO:X and/or the 
5 polynucleotide sequence contained in the cDNA of a deposited clone) are also 

encompassed by the invention. According to the signal hypothesis, proteins secreted 
by mammalian cells have a signal or secretary leader sequence which is cleaved from 
the mature protein once export of the growing protein chain across the rough 
endoplasmic reticulum has been initiated. Most mammalian cells and even insect 

10 cells cleave secreted proteins with the same specificity. However, in some cases, 
cleavage of a secreted protein is not entirely uniform, which results in two or more 
mature species of the protein. Further, it has long been known that cleavage 
specificity of a secreted protein is ultimately determined by the primary structure of 
the complete protein, that is, it is inherent in the amino acid sequence of the 

15 polypeptide. 

Methods for predicting whether a protein has a signal sequence, as well as the 
cleavage point for that sequence, are available. For instance, the method of 
McGeoch, Virus Res. 3:271-286 (1985), uses the information from a short N-terminal 
charged region and a subsequent uncharged region of the complete (uncleaved) 

20 protein. The method of von Heinje, Nucleic Acids Res. 14:4683-4690 (1986) uses the 
information from the residues surrounding the cleavage site, typically residues -13 to 
+2, where +1 indicates the amino terminus of the secreted protein. The accuracy of 
predicting the cleavage points of known mammalian secretory proteins for each of 
these methods is in the range of 75-80%. (von Heinje, supra.) However, the two 

25 methods do not always produce the same predicted cleavage point(s) for a given 
protein. 
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In the present case, the deduced amino acid sequence of the secreted 
polypeptide was analyzed by a computer program called SignalP (Henrik Nielsen et 
al., Protein Engineering 10:1-6 (1997)), which predicts the cellular location of a 
protein based on the amino acid sequence. As part of this computational prediction of 

5 localization, the methods of McGeoch and von Heinje are incorporated. The analysis 
of the amino acid sequences of the secreted proteins described herein by this program 
provided the results shown in Table 1. 

As one of ordinary skill would appreciate, however, cleavage sites sometimes 
vary from organism to organism and cannot be predicted with absolute certainty. 

10 Accordingly, the present invention provides secreted polypeptides having a sequence 
shown in SEQ ID NO:Y which have an N-terminus beginning within 5 residues (i.e., 
+ or - 5 residues) of the predicted cleavage point. Similarly, it is also recognized that 
in some cases, cleavage of the signal sequence from a secreted protein is not entirely 
uniform, resulting in more than one secreted species. These polypeptides, and the 

15 polynucleotides encoding such polypeptides, are contemplated by the present 
invention. 

Moreover, the signal sequence identified by the above analysis may not 
necessarily predict the naturally occurring signal sequence. For example, the 
naturally occurring signal sequence may be further upstream from the predicted signal 

20 sequence. However, it is likely that the predicted signal sequence will be capable of 
directing the secreted protein to the ER. Nonetheless, the present invention provides 
the mature protein produced by expression of the polynucleotide sequence of SEQ ID 
NO:X and/or the polynucleotide sequence contained in the cDNA of a deposited 
clone, in a mammalian cell (e.g., COS cells, as desribed below). These polypeptides, 

25 and the polynucleotides encoding such polypeptides, are contemplated by the present 
invention. 



WO 00/61628 



PCT/U $00/09070 



81 

Polynucleotide and Polypeptide Variants 

The present invention is directed to variants of the polynucleotide sequence 
disclosed in SEQ ID NO:X, the complementary strand thereto, and/or the cDNA 
sequence contained in a deposited clone. 

The present invention also encompasses variants of the polypeptide sequence 
disclosed in SEQ ID NO:Y and/or encoded by a deposited clone. 

"Variant" refers to a polynucleotide or polypeptide differing from the 
polynucleotide or polypeptide of the present invention, but retaining essential 
properties thereof. Generally, variants are overall closely similar, and, in many 
regions, identical to the polynucleotide or polypeptide of the present invention. 

The present invention is also directed to nucleic acid molecules which 
comprise, or alternatively consist of, a nucleotide sequence which is at least 80%, 
85%, 90%, 95%, 96%, 97%, 98% or 99% identical to, for example, the nucleotide 
coding sequence in SEQ ID NO:X or the complementary strand thereto, the 
nucleotide coding sequence contained in a deposited cDNA clone or the 
complementary strand thereto, a nucleotide sequence encoding the polypeptide of 
SEQ ID NO:Y, a nucleotide sequence encoding the polypeptide encoded by the 
cDNA contained in a deposited clone, and/or polynucleotide fragments of any of 
these nucleic acid molecules (e.g., those fragments described herein). 
Polynucleotides which hybridize to these nucleic acid molecules under stringent 
hybridization conditions or lower stringency conditions are also encompassed by the 
invention, as are polypeptides encoded by these polynucleotides. 

The present invention is also directed to polypeptides which comprise, or 
alternatively consist of, an amino acid sequence which is at least 80%, 85%, 90%, 
95%, 96%, 97%, 98%, 99% identical to, for example, the polypeptide sequence 
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shown in SEQ ID NO:Y, the polypeptide sequence encoded by the cDNA contained 
in a deposited clone, and/or polypeptide fragments of any of these polypeptides (e.g., 
those fragments described herein). 

By a nucleic acid having a nucleotide sequence at least, for example, 95% 

5 "identical" to a reference nucleotide sequence of the present invention, it is intended 
that the nucleotide sequence of the nucleic acid is identical to the reference sequence 
except that the nucleotide sequence may include up to five point mutations per each 
100 nucleotides of the reference nucleotide sequence encoding the polypeptide. In 
other words, to obtain a nucleic acid having a nucleotide sequence at least 95% 

10 identical to a reference nucleotide sequence, up to 5% of the nucleotides in the 
reference sequence may be deleted or substituted with another nucleotide, or a 
number of nucleotides up to 5% of the total nucleotides in the reference sequence may 
be inserted into the reference sequence. The query sequence may be an entire 
sequence shown inTable 1, the ORF (open reading frame), or any fragment specified 

15 as described herein. 

As a practical matter, whether any particular nucleic acid molecule or 
polypeptide is at least 80%, 85%, 90%, 95%, 96%, 97%, 98% or 99% identical to a 
nucleotide sequence of the presence invention can be determined conventionally 
using known computer programs. A preferred method for determining the best 

20 overall match between a query sequence (a sequence of the present invention) and a 
subject sequence, also referred to as a global sequence alignment, can be determined 
using the FASTDB computer program based on the algorithm of Brutlag et al. (Comp. 
App. Biosci. 6:237-245(1990)). In a sequence alignment the query and subject 
sequences are both DNA sequences. An RNA sequence can be compared by 

25 converting U's to Ts. The result of said global sequence alignment is in percent 
identity. Preferred parameters used in a FASTDB alignment of DNA sequences to 
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calculate percent identiy are: Matrix=Unitary, k-tuple=4, Mismatch Penalty=l, 
Joining Penalty=30, Randomization Group Lengths, Cutoff Score= I, Gap 
Penalty=5, Gap Size Penalty 0.05, Window Size=500 or the lenght of the subject 
nucleotide sequence, whichever is shorter. 

If the subject sequence is shorter than the query sequence because of 5' or 3' 
deletions, not because of internal deletions, a manual correction must be made to the 
results. This is because the FASTDB program does not account for 5' and 3' 
truncations of the subject sequence when calculating percent identity. For subject 
sequences truncated at the 5' or 3' ends, relative to the query sequence, the percent 
identity is corrected by calculating the number of bases of the query sequence that are 
5' and 3' of the subject sequence, which are not matched/aligned, as a percent of the 
total bases of the query sequence. Whether a nucleotide is matched/aligned is 
determined by results of the FASTDB sequence alignment. This percentage is then 
subtracted from the percent identity, calculated by the above FASTDB program using 
the specified parameters, to arrive at a final percent identity score. This corrected 
score is what is used for the purposes of the present invention. Only bases outside the 
5' and 3' bases of the subject sequence, as displayed by the FASTDB alignment, 
which are not matched/aligned with the query sequence, are calculated for the 
purposes of manually adjusting the percent identity score. 

For example, a 90 base subject sequence is aligned to a 100 base query 
sequence to determine percent identity. The deletions occur at the 5' end of the 
subject sequence and therefore, the FASTDB alignment does not show a 
matched/alignment of the first 10 bases at 5' end. The 10 unpaired bases represent 
10% of the sequence (number of bases at the 5' and 3' ends not matched/total number 
of bases in the query sequence) so 10% is subtracted from the percent identity score 
calculated by the FASTDB program. If the remaining 90 bases were perfectly 
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matched the final percent identity would be 90%. In another example, a 90 base 
subject sequence is compared with a 100 base query sequence. This time the 
deletions are internal deletions so that there are no bases on the 5* or 3' of the subject 
sequence which are not matched/aligned with the query. In this case the percent 

5 identity calculated by FASTDB is not manually corrected. Once again, only bases 5* 
and 3' of the subject sequence which are not matched/aligned with the query sequence 
are manually corrected for. No other manual corrections are to made for the purposes 
of the present invention. 

By a polypeptide having an amino acid sequence at least, for example, 95% 

10 "identical" to a query amino acid sequence of the present invention, it is intended that 
the amino acid sequence of the subject polypeptide is identical to the query sequence 
except that the subject polypeptide sequence may include up to five amino acid 
alterations per each 100 amino acids of the query amino acid sequence. In other 
words, to obtain a polypeptide having an amino acid sequence at least 95% identical 

15 to a query amino acid sequence, up to 5% of the amino acid residues in the subject 
sequence may be inserted, deleted, (indels) or substituted with another amino acid. 
These alterations of the reference sequence may occur at the amino or carboxy 
terminal positions of the reference amino acid sequence or anywhere between those 
terminal positions, interspersed either individually among residues in the reference 

20 sequence or in one or more contiguous groups within the reference sequence. 

As a practical matter, whether any particular polypeptide is at least 80%, 85%, 
90%, 95%, 96%, 97%, 98% or 99% identical to, for instance, an amino acid 
sequences shown in Table 1 (SEQ ID NO:Y) or to the amino acid sequence encoded 
by cDNA contained in a deposited clone can be determined conventionally using 

25 known computer programs. A preferred method for determing the best overall match 
between a query sequence (a sequence of the present invention) and a subject 
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sequence, also referred to as a global sequence alignment, can be determined using 
the FASTDB computer program based on the algorithm of Brutlag et al. (Comp. App. 
Biosci. 6:237-245(1990)). In a sequence alignment the query and subject sequences 
are either both nucleotide sequences or both amino acid sequences. The result of said 
global sequence alignment is in percent identity. Preferred parameters used in a 
FASTDB amino acid alignment are: Matrix=PAM 0, k-tuple=2, Mismatch 
Penalty=l, Joining Penalty=20, Randomization Group Length=0, Cutoff Scores 1, 
Window Size=sequence length, Gap Penalty=5, Gap Size Penalty =0.05, Window 
Size=500 or the length of the subject amino acid sequence, whichever is shorter. 

If the subject sequence is shorter than the query sequence due to N- or C- 
terminal deletions, not because of internal deletions, a manual correction must be 
made to the results. This is because the FASTDB program does not account for isl- 
and C-terminal truncations of the subject sequence when calculating global percent 
identity. For subject sequences truncated at the N- and C-termini, relative to the 
query sequence, the percent identity is corrected by calculating the number of residues 
of the query sequence that are N- and C-terminal of the subject sequence, which are 
not matched/aligned with a corresponding subject residue, as a percent of the total 
bases of the query sequence. Whether a residue is matched/aligned is determined by 
results of the FASTDB sequence alignment. This percentage is then subtracted from 
the percent identity, calculated by the above FASTDB program using the specified 
parameters, to arrive at a final percent identity score. This final percent identity score 
is what is used for the purposes of the present invention. Only residues to the N- and 
C-termini of the subject sequence, which are not matched/aligned with the query 
sequence, are considered for the purposes of manually adjusting the percent identity 
score. That is, only query residue positions outside the farthest N- and C-terminal 
residues of the subject sequence. 
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For example, a 90 amino acid residue subject sequence is aligned with a 100 
residue query sequence to determine percent identity. The deletion occurs at the N- 
terminus of the subject sequence and therefore, the FASTDB alignment does not 
show a matching/alignment of the first 10 residues at the N-terminus. The 10 

5 unpaired residues represent 10% of the sequence (number of residues at the N- and C- 
terrnini not matched/total number of residues in the query sequence) so 10% is 
subtracted from the percent identity score calculated by the FASTDB program. If the 
remaining 90 residues were perfectly matched the final percent identity would be 
90%. In another example, a 90 residue subject sequence is compared with a 100 

10 residue query sequence. This time the deletions are internal deletions so there are no 
residues at the N- or C-termini of the subject sequence which are not matched/aligned 
with the query. In this case the percent identity calculated by FASTDB is not 
manually corrected. Once again, only residue positions outside the N- and C-terminal 
ends of the subject sequence, as displayed in the FASTDB alignment, which are not 

15 matched/aligned with the query sequnce are manually corrected for. No other manual 
corrections are to made for the purposes of the present invention. 

The variants may contain alterations in the coding regions, non-coding 
regions, or both. Especially preferred are polynucleotide variants containing 
alterations which produce silent substitutions, additions, or deletions, but do not alter 

20 the properties or activities of the encoded polypeptide. Nucleotide variants produced 
by silent substitutions due to the degeneracy of the genetic code are preferred. 
. Moreover, variants in which 5-10, 1-5, or 1-2 amino acids are substituted, deleted, or 
added in any combination are also preferred. Polynucleotide variants can be produced 
for a variety of reasons, e.g., to optimize codon expression for a particular host 

25 (change codons in the human mRNA to those preferred by a bacterial host such as E. 
coli). 
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Naturally occurring variants are called "allelic variants," and refer to one of 
several alternate forms of a gene occupying a given locus on a chromosome of an 
organism. (Genes II, Lewin, B., ed., John Wiley & Sons, New York (1985).) These 
allelic variants can vary at either the polynucleotide and/or polypeptide level and are 
included in the present invention. Alternatively, non-naturally occurring variants may 
be produced by mutagenesis techniques or by direct synthesis. 

Using known methods of protein engineering and recombinant DNA 
technology, variants may be generated to improve or alter the characteristics of the 
polypeptides of the present invention. For instance, one or more amino acids can be 
deleted from the N-terminus or C-terminus of the secreted protein without substantial 
loss of biological function. The authors of Ron et ah, J. Biol. Chem. 268: 2984-2988 
(1993), reported variant KGF proteins having heparin binding activity even after 
deleting 3, 8, or 27 amino-terminal amino acid residues. Similarly, Interferon gamma 
exhibited up to ten times higher activity after deleting 8-10 amino acid residues from 
the carboxy terminus of this protein. (Dobeli et ah, J. Biotechnology 7: 199-216 
(1988).) 

Moreover, ample evidence demonstrates that variants often retain a biological 
activity similar to that of the naturally occurring protein. For example, Gayle and 
coworkers (J. Biol. Chem 268:22105-221 1 1 (1993)) conducted extensive mutational 
analysis of human cytokine IL-la. They used random mutagenesis to generate over 
3,500 individual IL-la mutants that averaged 2.5 amino acid changes per variant over 
the entire length of the molecule. Multiple mutations were examined at every 
possible amino acid position. The investigators found that "[mjost of the molecule 
could be altered with little effect on either [binding or biological activity]." (See, 
Abstract.) In fact, only 23 unique amino acid sequences, out of more than 3,500 
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nucleotide sequences examined, produced a protein that significantly differed in 
activity from wild-type. 

Furthermore, even if deleting one or more amino acids from the N-terminus or 
C-terminus of a polypeptide results in modification or loss of one or more biological 

5 functions, other biological activities may still be retained. For example, the ability of 
a deletion variant to induce and/or to bind antibodies which recognize the secreted 
form will likely be retained when less than the majority of the residues of the secreted 
form are removed from the N-terminus or C-terminus. Whether a particular 
polypeptide lacking N- or C-terminal residues of a protein retains such immunogenic 

10 activities can readily be determined by routine methods described herein and 
otherwise known in the art 

Thus, the invention further includes polypeptide variants which show 
substantial biological activity. Such variants include deletions, insertions, 
inversions, repeats, and substitutions selected according to general rules known in the 

15 art so as have little effect on activity. For example, guidance concerning how to make 
phenotypically silent amino acid substitutions is provided in Bowie et al., Science 
247:1306-1310 (1990), wherein the authors indicate that there are two main strategies 
for studying the tolerance of an amino acid sequence to change. 

The first strategy exploits the tolerance of amino acid substitutions by natural 

20 selection during the process of evolution. By comparing amino acid sequences in 
different species, conserved amino acids can be identified. These conserved amino 
acids are likely important for protein function. In contrast, the amino acid positions 
where substitutions have been tolerated by natural selection indicates that these 
positions are not critical for protein function. Thus, positions tolerating amino acid 

25 substitution could be modified while still maintaining biological activity of the 
protein. 
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The second strategy uses genetic engineering to introduce amino acid changes 
at specific positions of a cloned gene to identify regions critical for protein function. 
For example, site directed mutagenesis or alanine-scanning mutagenesis (introduction 
of single alanine mutations at every residue in the molecule) can be used, 

5 (Cunningham and Wells, Science 244:1081-1085 (1989).) The resulting mutant 
molecules can then be tested for biological activity. 

As the authors state, these two strategies have revealed that proteins are 
surprisingly tolerant of amino acid substitutions. The authors further indicate which 
amino acid changes are likely to be permissive at certain amino acid positions in the 

10 protein. For example, most buried (within the tertiary structure of the protein) amino 
acid residues require nonpolar side chains, whereas few features of surface side chains 
are generally conserved. Moreover, tolerated conservative amino acid substitutions 
involve replacement of the aliphatic or hydrophobic amino acids Ala, Val, Leu and 
He; replacement of the hydroxyl residues Ser and Thr; replacement of the acidic 

15 residues Asp and Glu; replacement of the amide residues Asn and Gin, replacement of 
the basic residues Lys, Arg, and His; replacement of the aromatic residues Phe, Tyr, 
and Trp, and replacement of the small-sized amino acids Ala, Ser, Thr, Met, and Gly. 

Besides conservative amino acid substitution, variants of the present invention 
include (i) substitutions with one or more of the non-conserved amino acid residues, 

20 where the substituted amino acid residues may or may not be one encoded by the 
genetic code, or (ii) substitution with one or more of amino acid residues having a 
substituent group, or (iii) fusion of the mature polypeptide with another compound, 
such as a compound to increase the stability and/or solubility of the polypeptide (for 
example, polyethylene glycol), or (iv) fusion of the polypeptide with additional amino 

25 acids, such as, for example, an IgG Fc fusion region peptide, or leader or secretory 
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sequence, or a sequence facilitating purification. Such variant polypeptides are 
deemed to be within the scope of those skilled in the art from the teachings herein. 

For example, polypeptide variants containing amino acid substitutions of 
charged amino acids with other charged or neutral amino acids may produce proteins 

5 with improved characteristics, such as less aggregation. Aggregation of 

pharmaceutical formulations both reduces activity and increases clearance due to the 
aggregate's immunogenic activity. (Pinckard et al., Clin. Exp. Immunol. 2:331-340 
(1967); Robbins et al., Diabetes 36: 838-845 (1987); Cleland et al., Crit Rev. 
Therapeutic Drug Carrier Systems 10:307-377 (1993).) 

10 A further embodiment of the invention relates to a polypeptide which 

comprises the amino acid sequence of the present invention having an amino acid 
sequence which contains at least one amino acid substitution, but not more than SO 
amino acid substitutions, even more preferably, not more than 40 amino acid 
substitutions, still more preferably, not more than 30 amino acid substitutions, and 

15 still even more preferably, not more than 20 amino acid substitutions. Of course, in 
order of ever-increasing preference, it is highly preferable for a peptide or polypeptide 
to have an amino acid sequence which comprises the amino acid sequence of the 
present invention, which contains at least one, but not more than 10, 9, 8, 7, 6, 5, 4, 3, 
2 or 1 amino acid substitutions. In specific embodiments, the number of additions, 

20 substitutions, and/or deletions in the amino acid sequence of the present invention or 
fragments thereof (e.g., the mature form and/or other fragments described herein), is 
1-5, 5-10, 5-25, 5-50, 10-50 or 50-150, conservative amino acid substitutions are 
preferable. 

25 Polynucleotide and Poly peptide Fragments 
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The present invention is also directed to polynucleotide fragments of the 
polynucleotides of the invention. 

In the present invention, a "polynucleotide fragment" refers to a short 
polynucleotide having a nucleic acid sequence which: is a portion of that contained in 

5 a deposited clone, or encoding the polypeptide encoded by the cDNA in a deposited 
clone; is a portion of that shown in SEQ ID NO:X or the complementary strand 
thereto, or is a portion of a polynucleotide sequence encoding the polypeptide of SEQ 
ID NO:Y. The nucleotide fragments of the invention are preferably at least about 15 
nt, and more preferably at least about 20 nt, still more preferably at least about 30 nt, 

10 and even more preferably, at least about 40 nt, at least about 50 nt, at least about 75 
nt, or at least about 150 nt in length. A fragment "at least 20 nt in length," for 
example, is intended to include 20 or more contiguous bases from the cDNA 
sequence contained in a deposited clone or the nucleotide sequence shown in SEQ ID 
NO:X. In this context "about" includes the particularly recited value, a value larger 

15 or smaller by several (5, 4, 3, 2, or 1) nucleotides, at either terminus or at both 

termini. These nucleotide fragments have uses that include, but are not limited to, as 
diagnostic probes and primers as discussed herein. Of course, larger fragments (e.g., 
50, 150, 500, 600, 2000 nucleotides) are preferred. 

Moreover, representative examples of polynucleotide fragments of the 

20 invention, include, for example, fragments comprising, or alternatively consisting of, 
a sequence from about nucleotide number 1-50, 51-100, 101-150, 151-200, 201-250, 
25 1 -300, 30 1 -350, 35 1 -400, 40 1 -450, 45 1 -500, 50 1 -550, 55 1 -600, 65 1 -700, 70 1 -750, 
751-800, 800-850, 851-900, 901-950, 951-1000, 1001-1050, 1051-1 100, 1 101-1150, 
1151-1200, 1201-1250, 1251-1300, 1301-1350, 1351-1400, 1401-1450, 1451-1500, 

25 1501-1550, 1551-1600, 1601-1650, 1651-1700, 1701-1750, 1751-1800, 1801-1850, 
1851-1900, 1901-1950, 1951-2000, or 2001 to the end of SEQ ID NO:X, or the 
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complementary strand thereto, or the cDNA contained in a deposited clone. In this 
context "about" includes the particularly recited ranges, and ranges larger or smaller 
by several (5, 4, 3, 2, or 1) nucleotides, at either terminus or at both termini. 
Preferably, these fragments encode a polypeptide which has biological activity. More 

5 preferably, these polynucleotides can be used as probes or primers as discussed . 
herein. Polynucleotides which hybridize to these nucleic acid molecules under 
stringent hybridization conditions or lower stringency conditions are also 
encompassed by the invention, as are polypeptides encoded by these polynucleotides. 
In the present invention, a "polypeptide fragment" refers to an amino acid 

10 sequence which is a portion of that contained in SEQ ID NO:Y or encoded by the 

cDNA contained in a deposited clone. Protein (polypeptide) fragments may be "freer 
standing," or comprised within a larger polypeptide of which the fragment forms a 
part or region, most preferably as a single continuous region. Representative 
examples of polypeptide fragments of the invention, include, for example, fragments 

15 comprising, or alternatively consisting of, from about amino acid number 1-20, 21 -40, 
41-60,61-80,81-100, 102-120, 121-140, 141-160, or 161 to the end of the coding 
region. Moreover, polypeptide fragments can be about 20, 30, 40, 50, 60, 70, 80, 90, 
100, 1 10, 120, 130, 140, or 150 amino acids in length. In this context "about" 
includes the particularly recited ranges or values, and ranges or values larger or 

20 smaller by several (5, 4, 3, 2, or 1 ) amino acids, at either extreme or at both extremes. 
Polynucleotides encoding these polypeptides are also encompassed by the invention. 

Preferred polypeptide fragments include the secreted protein as well as the 
mature form. Further preferred polypeptide fragments include the secreted protein or 
the mature form having a continuous series of deleted residues from the amino or the 

25 carboxy terminus, or both. For example, any number of amino acids, ranging from 1- 
60, can be deleted from the amino terminus of either the secreted polypeptide or the 
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mature form. Similarly, any number of amino acids, ranging from 1-30, can be 
deleted from the carboxy terminus of the secreted protein or mature form. 
Furthermore, any combination of the above amino and carboxy terminus deletions are 
preferred. Similarly, polynucleotides encoding these DolvDeotide fra 
preferred. 

Also preferred are polypeptide and polynucleotide fragments characterized by 
structural or functional domains, such as fragments that comprise alpha-helix and 
alpha-helix forming regions, beta-sheet and beta-sheet-forming regions, turn and turn- 
forming regions, coil and coil-forming regions, hydrophilic regions, hydrophobic 
regions, alpha amphipathic regions, beta amphipathic regions, flexible regions, 
surface-forming regions, substrate binding region, and high antigenic index regions. 
Polypeptide fragments of SEQ ID NO:Y falling within conserved domains are 
specifically contemplated by the present invention. Moreover, polynucleotides 
encoding these domains are also contemplated. 

Other preferred polypeptide fragments are biologically active fragments. 
Biologically active fragments are those exhibiting activity similar, but not necessarily 
identical, to an activity of the polypeptide of the present invention. The biological 
activity of the fragments may include an improved desired activity, or a decreased 
undesirable activity. Polynucleotides encoding these polypeptide fragments are also 
encompassed by the invention. 

Preferably, the polynucleotide fragments of the invention encode a 
polypeptide which demonstrates a functional activity. By a polypeptide 
demonstrating a "functional activity" is meant, a polypeptide capable of displaying 
one or more known functional activities associated with a full-length (complete) 
polypeptide of invention protein. Such functional activities include, but are not 
limited to, biological activity, antigenicity (ability to bind (or compete with a 
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polypeptide of the invention for binding) to an antibody to the polypeptide of the 
invention J, immunogenicity (ability to generate antibody which binds to a polypeptide 
of the invention), ability to form multimers with polypeptides of the invention, and 
ability to bind to a receptor or ligand for a polypeptide of the invention. 

5 The functional activity of polypeptides of the invention, and fragments, . 

variants derivatives, and analogs thereof, can be assayed by various methods. 

For example, in one embodiment where one is assaying for the ability to bind 
or compete with full-length polypeptide of the invention for binding to an antibody of 
the polypeptide of the invention, various immunoassays known in the art can be used, 

10 including but not limited to, competitive and non-competitive assay systems using 
techniques such as radioimmunoassays, ELISA (enzyme linked immunosorbent 
assay), "sandwich" immunoassays, immunoradiometric assays, gel diffusion 
precipitation reactions, immunodiffusion assays, in situ immunoassays (using 
colloidal gold, enzyme or radioisotope labels, for example), western blots, 

15 precipitation reactions, agglutination assays (e.g., gel agglutination assays, 

hemagglutination assays), complement fixation assays, immunofluorescence assays, 
protein A assays, and Immunoelectrophoresis assays, etc. In one embodiment, 
antibody binding is detected by detecting a label on the primary antibody. In another 
embodiment, the primary antibody is detected by detecting binding of a secondary 

20 antibody or reagent to the primary antibody. In a further embodiment, the secondary 
antibody is labeled. Many means are known in the art for detecting binding in an 
immunoassay and are within the scope of the present invention. 

In another embodiment, where a ligand for a polypeptide of the invention 
identified, or the ability of a polypeptide fragment, variant or derivative of the 

25 invention to multimerize is being evaluated, binding can be assayed, e.g., by means 
well-known in the art, such as, for example, reducing and non-reducing gel 
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chromatography, protein affinity chromatography, and affinity blotting. See 
generally, Phizicky, E., et al., 1995, Microbiol. Rev. 59:94-123. In another 
embodiment, physiological correlates of binding of a polypeptide of the invention to 
its substrates (signal transduction) can be assayed. 

5 In addition, assays described herein (see Examples) and otherwise known in 

the art may routinely be applied to measure the ability of polypeptides of the 
invention and fragments, variants derivatives and analogs thereof to elicit related 
biological activity related to that of the polypeptide of the invention (either in vitro or 
in vivo). Other methods will be known to the skilled artisan and are within the scope 

10 of the invention. 

Epitopes and Antibodies 
The present invention encompasses polypeptides comprising, or alternatively 
consisting of, an epitope of the polypeptide having an amino acid sequence of SEQ ID 

15 NO:Y, or an epitope of the polypeptide sequence encoded by a polynucleotide 
sequence contained in ATCC deposit No. Z or encoded by a polynucleotide that 
hybridizes to the complement of the sequence of SEQ ID NO.X or contained in 
ATCC deposit No. Z under stringent hybridization conditions or lower stringency 
hybridization conditions as defined supra. The present invention further encompasses 

20 polynucleotide sequences encoding an epitope of a polypeptide sequence of the 
invention (such as, for example, the sequence disclosed in SEQ ID NO:X), 
polynucleotide sequences of the complementary strand of a polynucleotide sequence 
encoding an epitope of the invention, and polynucleotide sequences which hybridize 
to the complementary strand under stringent hybridization conditions or lower 

25 stringency hybridization conditions defined supra. 
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The term "epitopes," as used herein, refers to portions of a polypeptide having 
antigenic or immunogenic activity in an animal, preferably a mammal, and most 
preferably in a human. In a preferred embodiment, the present invention 
encompasses a polypeptide comprising an epitope, as well as the polynucleotide 

5 encoding this polypeptide. An "immunogenic epitope as used herein, is defined as 
a portion of a protein that elicits an antibody response in an animal, as determined by 
any method known in the art, for example, by the methods for generating antibodies 
described infra. (See, for example, Geysen et al., Proc. Natl. Acad. ScL USA 
81:3998- 4002 (1983)). The term "antigenic epitope," as used herein, is defined as a 

10 portion of a protein to which an antibody can immunospecifically bind its antigen as 
determined by any method well known in the art, for example, by the immunoassays 
described herein. Immunospecific binding excludes non-specific binding but does not 
necessarily exclude cross- reactivity with other antigens. Antigenic epitopes need not 
necessarily be immunogenic. 

15 Fragments which function as epitopes may be produced by any conventional 

means. (See, e.g., Houghten, Proc. Natl. Acad. Sci. USA 82:5131-5135 (1985), 
further described in U.S. Patent No. 4,63 1,21 1). 

In the present invention, antigenic epitopes preferably contain a sequence of at 
least 4, at least 5, at least 6, at least 7, more preferably at least 8, at least 9, at least 10, 

20 at least 1 1, at least 12, at least 13, at least 14, at least 15, at least 20, at least 25, at 
least 30, at least 40, at least 50, and, most preferably, between about 15 to about 30 
amino acids. Preferred polypeptides comprising immunogenic or antigenic epitopes 
are at least 10, 15, 20, 25, 30, 35, 40, 45, 50, 55, 60, 65, 70, 75, 80, 85, 90, 95, or 100 
amino acid residues in length. Additional non-exclusive preferred antigenic epitopes 

25 include the antigenic epitopes disclosed herein, as well as portions thereof. Antigenic 
epitopes are useful, for example, to raise antibodies, including monoclonal antibodies, 
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that specifically bind the epitope. Preferred antigenic epitopes include the antigenic 
epitopes disclosed herein, as well as any combination of two, three, four, five or more 
of these antigenic epitopes. Antigenic epitopes can be used as the target molecules in 
immunoassays. (See, for instance, Wilson et al , Cell 37:767-778 (1984); Sutcliffe et 

5 al., Science 2 19:660-666 (1983)). 

Similarly, immunogenic epitopes can be used, for example, to induce 
antibodies according to methods well known in the art. (See, for instance, Sutcliffe 
et al., supra; Wilson et al., supra; Chow et al., Proc. Natl. Acad. Sci. USA 82:910- 
914; and Bittle et al., J. Gen. Virol. 66:2347-2354(1985). Preferred immunogenic 

10 epitopes include the immunogenic epitopes disclosed herein, as well as any 

combination of two, three, four, five or more of these immunogenic epitopes. The 
polypeptides comprising one or more immunogenic epitopes may be presented for 
eliciting an antibody response together with a carrier protein, such as an albumin, to 
an animal system (such as rabbit or mouse), or, if the polypeptide is of sufficient 

15 length (at least about 25 amino acids), the polypeptide may be presented without a 
carrier. However, immunogenic epitopes comprising as few as 8 to 10 amino acids 
have been shown to be sufficient to raise antibodies capable of binding to, at the very 
least, linear epitopes in a denatured polypeptide (e.g., in Western blotting). 

Epi tope-bearing polypeptides of the present invention may be used to induce 

20 antibodies according to methods well known in the art including, but not limited to, 
in vivo immunization, in vitro immunization, and phage display methods. See, e.g., 
Sutcliffe et al., supra; Wilson et al., supra, and Bittle et al., J. Gen. Virol., 66:2347- 
2354 ( 1985). If in vivo immunization is used, animals may be immunized with free 
peptide; however, anti-peptide antibody titer may be boosted by coupling the peptide 

25 to a macromolecular carrier, such as keyhole limpet hemacyanin (KLH) or tetanus 
toxoid. For instance, peptides containing cysteine residues may be coupled to a 
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carrier using a linker such as maleimidobenzoyl- N-hydroxysuccinimide ester (MBS), 
while other peptides may be coupled to carriers using a more general linking agent 
such as glutaraldehyde. Animals such as rabbits, rats and mice are immunized with 
either free or carrier- coupled peptides, for instance, by intraperitoneal and/or 

5 intradermal injection of emulsions containing about 100 fig of peptide or carrier 
protein and Freund's adjuvant or any other adjuvant known for stimulating an 
immune response. Several booster injections may be needed, for instance, at 
intervals of about two weeks, to provide a useful titer of anti-peptide antibody which 
can be detected, for example, by ELISA assay using free peptide adsorbed to a solid 

10 surface. The titer of anti-peptide antibodies in serum from an immunized animal may 
be increased by selection of anti-peptide antibodies, for instance, by adsorption to the 
peptide on a solid support and elution of the selected antibodies according to methods 
well known in the art. 

As one of skill in the art will appreciate, and as discussed above, the 

15 polypeptides of the present invention comprising an immunogenic or antigenic 

epitope can be fused to other polypeptide sequences. For example, the polypeptides 
of the present invention may be fused with the constant domain of immunoglobulins 
(IgA, IgE, IgG, IgM), or portions thereof (CHI, CH2, CH3, or any combination 
thereof and portions thereof) resulting in chimeric polypeptides. Such fusion proteins 

20 may facilitate purification and may increase half-life in vivo. This has been shown 
for chimeric proteins consisting of the first two domains of the human CD4- 
polypeptide and various domains of the constant regions of the heavy or light chains 
of mammalian immunoglobulins. See, e.g., EP 394,827; Traunecker et al., Nature, 
331:84-86 (1988). Enhanced delivery of an antigen across the epithelial barrier to the 

25 immune system has been demonstrated for antigens (e.g., insulin) conjugated to an 
FcRn binding partner such as IgG or Fc fragments (see, e.g., PCT Publications WO 
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96/22024 and WO 99/048 1 3). IgG Fusion proteins that have a disulfide-linked 
dimeric structure due to the IgG portion desulfide bonds have also been found to be 
more efficient in binding and neutralizing other molecules than monomeric 
polypeptides or fragments thereof alone. See, e.g., Fountoulakis et a!., J. Biochcm., 

5 270:3958-3964(1995). Nucleic acids encoding the above epitopes can also be 

recombined with a gene of interest as an epitope tag (e.g., the hemagglutinin ("HA") 
tag or flag tag) to aid in detection and purification of the expressed polypeptide. For 
example, a system described by Janknecht et al. allows for the ready purification of 
non-denatured fusion proteins expressed in human cell lines (Janknecht et al., 1991, 

10 Proc. Natl. Acad. Sci. USA 88:8972- 897). In this system, the gene of interest is 

subcloned into a vaccinia recombination plasmid such that the open reading frame of 
the gene is translationally fused to an amino-terminal tag consisting of six histidine 
residues. The tag serves as a matrix binding domain for the fusion protein. Extracts 
from cells infected with the recombinant vaccinia virus are loaded onto Ni2+ 

15 nitriloacetic acid-agarose column and histidine-tagged proteins can be selectively 
eluted with imidazole-containing buffers. 

Additional fusion proteins of the invention may be generated through the 
techniques of gene-shuffling, motif-shuffling, exon-shuffling, and/or codon-shuffling 
(collectively referred to as "DNA shuffling"). DNA shuffling may be employed to 

20 modulate the activities of polypeptides of the invention, such methods can be used to 
generate polypeptides with altered activity, as well as agonists and antagonists of the 
polypeptides. See, generally, U.S. Patent Nos. 5,605,793; 5,81 1,238; 5,830,721; 
5,834,252; and 5,837,458, and Patten et al., Curr. Opinion Biotechnol. 8:724-33 

(1997) ; Harayama, Trends Biotechnol. 16(2):76-82 (1998); Hansson, et al., J. Mol. 
25 Biol. 287:265-76 (1999); and Lorenzo and Blasco, Biotechniques 24(2):308- 13 

(1998) (each of these patents and publications are hereby incorporated by reference in 
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its entirety). In one embodiment, alteration of polynucleotides corresponding to SEQ 
ID NO:X and the polypeptides encoded by these polynucleotides may be achieved by 
DNA shuffling. DNA shuffling involves the assembly of two or more DNA 
segments by homologous or site-specific recombination to generate variation in the 
5 polynucleotide sequence. In another embodiment, polynucleotides of the invention, 
or the encoded polypeptides, may be altered by being subjected to random 
mutagenesis by error-prone PCR, random nucleotide insertion or other methods prior 
to recombination. In another embodiment, one or more components, motifs, sections, 
parts, domains, fragments, etc., of a polynucleotide encoding a polypeptide of the 
10 invention may be recombined with one or more components, motifs, sections, parts, 
domains, fragments, etc. of one or more heterologous molecules. 

Antibodies 

Further polypeptides of the invention relate to antibodies and T-cell antigen 
15 receptors (TCR) which immunospecifically bind a polypeptide, polypeptide fragment, 
or variant of SEQ ID NO:Y, and/or an epitope, of the present invention (as 
determined by immunoassays well known in the art for assaying specific antibody- 
antigen binding). Antibodies of the invention include, but are not limited to, 
polyclonal, monoclonal, multispecific, human, humanized or chimeric antibodies, 
.20 single chain antibodies, Fab fragments, F(ab') fragments, fragments produced by a 
Fab expression library, anti-idiotypic (anti-Id) antibodies (including, e.g., anti-Id 
antibodies to antibodies of the invention), and epitope-binding fragments of any of 
the above. The term "antibody," as used herein, refers to immunoglobulin molecules 
and immunologically active portions of immunoglobulin molecules, i.e., molecules 
25 that contain an antigen binding site that immunospecifically binds an antigen. The 
immunoglobulin molecules of the invention can be of any type (e.g., IgG, IgE, IgM, 
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IgD, IgA and lgY), class (e.g., IgGl, IgG2, IgG3, IgG4 f IgAl and lgA2) or subclass 
of immunoglobulin molecule. 

Most preferably the antibodies are human antigen-binding antibody fragments 
of the present invention and include but 

* - - 7 _ — v ...... iv, a dy, i au aiiu i \du )z. y ru, 

single-chain Fvs (scFv), single-chain antibodies, disulfide-linked Fvs (sdFv) and 
fragments comprising either a VL or VH domain. Antigen-binding antibody 
fragments, including single-chain antibodies, may comprise the variable region(s) 
alone or in combination with the entirety or a portion of the following: hinge region, 
CHI, CH2, and CH3 domains. Also included in the invention are antigen-binding 
fragments also comprising any combination of variable region(s) with a hinge region, 
CHI, CH2, and CH3 domains. The antibodies of the invention may be from any 
animal origin including birds and mammals. Preferably, the antibodies are human, 
murine (e.g., mouse and rat), donkey, ship rabbit, goat, guinea pig, camel, horse, or 
chicken. As used herein, "human" antibodies include antibodies having the amino 
acid sequence of a human immunoglobulin and include antibodies isolated from 
human immunoglobulin libraries or from animals transgenic for one or more human 
immunoglobulin and that do not express endogenous immunoglobulins, as described 
infra and, for example in, U.S. Patent No. 5,939,598 by Kucherlapati et al. 

The antibodies of the present invention may be monospecific, bispecific, 
trispecific or of greater multispecificity. Muitispecific antibodies may be specific for 
different epitopes of a polypeptide of the present invention or may be specific for both 
a polypeptide of the present invention as well as for a heterologous epitope, such as a 
heterologous polypeptide or solid support material. See, e.g., PCT publications WO 
93/17715; WO 92/08802; WO 91/00360; WO 92/05793; Tutt, et al., J. Immunol. 
147:60-69 (1991); U.S. Patent Nos. 4,474,893; 4,714,681 ; 4,925,648; 5,573,920; 
5,601,819; Kostelny et al., J. Immunol. 148:1547-1553(1992). 
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Antibodies of the present invention may be described or specified in terms of 
the epitope(s) or portion(s) of a polypeptide of the present invention which they 
recognize or specifically bind. The epitope(s) or polypeptide portion(s) may be 
specified as described herein, e.g., by N-terminal and C-terminal positions, by size in 

5 contiguous amino acid residues, or listed in the Tables and Figures. Antibodies which 
specifically bind any epitope or polypeptide of the present invention may also be 
excluded. Therefore, the present invention includes antibodies that specifically bind 
polypeptides of the present invention, and allows for the exclusion of the same. 
Antibodies of the present invention may also be described or specified in 

10 terms of their cross-reactivity. Antibodies that do not bind any other analog, 
ortholog, or homolog of a polypeptide of the present invention are included. 
Antibodies that bind polypeptides with at least 95%, at least 90%, at least 85%, at 
least 80%, at least 75%, at least 70%, at least 65%, at least 60%, at least 55%, and at 
least 50% identity (as calculated using methods known in the art and described 

15 herein) to a polypeptide of the present invention are also included in the present 
invention. In specific embodiments, antibodies of the present invention cross-react 
with murine, rat and/or rabbit homologs of human proteins and the corresponding 
epitopes thereof. Antibodies that do not bind polypeptides with less than 95%, less 
than 90%, less than 85%, less than 80%, less than 75%, less than 70%, less than 65%, 

20 less than 60%, less than 55%, and less than 50% identity (as calculated using 
methods known in the art and described herein) to a polypeptide of the present 
invention are also included in the present invention. In a specific embodiment, the 
above-described cross-reactivity is with respect to any single specific antigenic or 
immunogenic polypeptide, or combination(s) of 2, 3, 4, 5, or more of the specific 

25 antigenic and/or immunogenic polypeptides disclosed herein. Further included in the 
present invention are antibodies which bind polypeptides encoded by polynucleotides 
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which hybridize to a polynucleotide of the present invention under stringent 
hybridization conditions (as described herein). Antibodies of the present invention 
may also be described or specified in terras of their binding affinity to a polypeptide 
of the invention. Preferred binding affinities include those with a dissociation 
constant or Kd less than 5 X 10 2 M, 10 2 M,5X 10 3 M, 10 3 M, 5 X 10 4 M, 1CT 4 M, 5 
X 10 5 M, 10 5 M,5X I0 6 M, 1D*M, 5 X 10 7 M, I0 7 M, 5 X lO* M, 10 8 M ( 5X 10 9 
M, 10 9 M f 5 X 10 10 M, 10 10 M,5X 10" M, 10" M, 5 X 10 12 M, 1(M2 M, 5 X 10 13 
M, 10 13 M, 5 X 10 14 M, 10' 4 M,5X 10 15 M, or 10 15 M. 

The invention also provides antibodies that competitively inhibit binding of an 
antibody to an epitope of the invention as determined by any method known in the art 
for determining competitive binding, for example, the immunoassays described 
herein. In preferred embodiments, the antibody competitively inhibits binding to the 
epitope by at least 95%, at least 90%, at least 85 %, at least 80%, at least 75%, at least 
70%, at least 60%, or at least 50%. 

Antibodies of the present invention may act as agonists or antagonists of the 
polypeptides of the present invention. For example, the present invention includes 
antibodies which disrupt the receptor/1 igand interactions with the polypeptides of the 
invention either partially or fully. Preferrably, antibodies of the present invention 
bind an antigenic epitope disclosed herein, or a portion thereof. The invention 
features both receptor-specific antibodies and ligand-specific antibodies. The 
invention also features receptor-specific antibodies which do not prevent ligand 
binding but prevent receptor activation. Receptor activation (i.e., signaling) may be 
determined by techniques described herein or otherwise known in the art. For 
example, receptor activation can be determined by detecting the phosphorylation 
(e.g., tyrosine or serine/threonine) of the receptor or its substrate by 
immunoprecipitation followed by western blot analysis (for example, as described 
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supra). In specific embodiments, antibodies are provided that inhibit ligand activity 
or receptor activity by at least 95%, at least 90%, at least 85%, at least 80%, at least 
75%, at least 70%, at least 60%, or at least 50% of the activity in absence of the 
antibody. 

5 The invention also features receptor-specific antibodies which both prevent 

ligand binding and receptor activation as well as antibodies that recognize the 
receptor-ligand complex, and, preferably, do not specifically recognize the unbound 
receptor or the unbound ligand. Likewise, included in the invention are neutralizing 
antibodies which bind the ligand and prevent binding of the ligand to the receptor, as 

10 well as antibodies which bind the ligand, thereby preventing receptor activation, but 
do not prevent the ligand from binding the receptor. Further included in the invention 
are antibodies which activate the receptor. These antibodies may act as receptor 
agonists, i.e., potentiate or activate either all or a subset of the biological activities of 
the ligand -mediated receptor activation, for example, by inducing dimerization of the 

15 receptor. The antibodies may be specified as agonists, antagonists or inverse agonists 
for biological activities comprising the specific biological activities of the peptides of 
the invention disclosed herein. The above antibody agonists can be made using 
methods known in the art. See, e.g., PCT publication WO 96/40281; U.S. Patent No. 
5,81 1,097; Deng et al., Blood 92(6): 1981-1988 (1998); Chen et aL, Cancer Res. 

20 58(16):3668-3678(1998);Harropetal.,J. Immunol. 161(4): 1786-1794 (1998); Zhu 
et al., Cancer Res. 58(15):3209-3214 (1998); Yoon et al., J. Immunol. 160(7):3170- 
3179 (1998); Prat et al., J. Cell. Sci. 1 1 l(Pt2):237-247 (1998); Pitard et al., J. 
Immunol. Methods 205(2): 177-190 (1997); Liautard et al., Cytokine 9(4):233-241 
(1997); Carlson et al., J. Biol. Chem. 272( 17): 1 1295-1 1301 (1997); Taiyman et al., 

25 Neuron 14(4):755-762 (1995); Muller et al., Structure 6(9): 1 153-1 167 (1998); 
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Bartunek et a!., Cytokine 8(l):14-20 (1996) (which are all incorporated by reference 
herein in their entireties). 

Antibodies of the present invention may be used, for example, but not limited 
to, to purify, detect, and target the nolvnpntidpQ r>f th^ nr^cpnt in^nt;™ 

•f • a - - i j i — r ~* -..w ^ . v^vm Hiiviiuuii, uiuiuuiilg 

both in vitro and in vivo diagnostic and therapeutic methods. For example, the 
antibodies have use in immunoassays for qualitatively and quantitatively measuring 
levels of the polypeptides of the present invention in biological samples. See, e.g., 
Harlow et al., Antibodies: A Laboratory Manual, (Cold Spring Harbor Laboratory 
Press, 2nd ed. 1988) (incorporated by reference herein in its entirety). 

As discussed in more detail below, the antibodies of the present invention may 
be used either alone or in combination with other compositions. The antibodies may 
further be recombinantly fused to a heterologous polypeptide at the N- or C-terminus 
or chemically conjugated (including covalently and non-covalently conjugations) to 
polypeptides or other compositions. For example, antibodies of the present invention 
may be recombinantly fused or conjugated to molecules useful as labels in detection 
assays and effector molecules such as heterologous polypeptides, drugs, 
radionuclides, or toxins. See, e.g., PCT publications WO 92/08495; WO 91/14438; 
WO 89/12624; U.S. Patent No. 5,314,995; and EP 396,387. 

The antibodies of the invention include derivatives that are modified, i.e, by 
the covalent attachment of any type of molecule to the antibody such that covalent * 
attachment does not prevent the antibody from generating an anti-idiotypic response. 
For example, but not by way of limitation, the antibody derivatives include 
antibodies that have been modified, e.g., by glycosylation, acetylation, pegylation, 
phosphylation, amidation, derivatization by known protecting/blocking groups, 
proteolytic cleavage, linkage to a cellular ligand or other protein, etc. Any of 
numerous chemical modifications may be carried out by known techniques, 
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including, but not limited to specific chemical cleavage, acetylation, formylation, 
metabolic synthesis of tunicamycin, etc. Additionally, the derivative may contain 
one or more non-classical amino acids. 

The antibodies of the present invention may be generated by any suitable 

5 method known in the art Polyclonal antibodies to an antigen-of- interest can be 

produced by various procedures well known in the art. For example, a polypeptide of 
the invention can be administered to various host animals including, but not limited 
to, rabbits, mice, rats, etc. to induce the production of sera containing polyclonal 
antibodies specific for the antigen. Various adjuvants may be used to increase the 

10 immunological response, depending on the host species, and include but are not 
limited to, Freund's (complete and incomplete), mineral gels such as aluminum 
hydroxide, surface active substances such as lysolecithin, pluronic polyols, 
polyanions, peptides, oil emulsions, keyhole limpet hemocyanins, dinitrophenol, and 
potentially useful human adjuvants such as BCG (bacille Calmette-Guerin) and 

15 corynebacterium parvum. Such adjuvants are also well known in the art. 

Monoclonal antibodies can be prepared using a wide variety of techniques 
known in the art including the use of hybridoma, recombinant, and phage display 
technologies, or a combination thereof. For example, monoclonal antibodies can be 
produced using hybridoma techniques including those known in the art and taught, 

20 for example, in Harlow et al., Antibodies: A Laboratory Manual, (Cold Spring Harbor 
Laboratory Press, 2nd ed. 1988); Hammerling, et al., in: Monoclonal Antibodies and 
T-Cell Hybridomas 563-681 (Elsevier, N.Y., 1981) (said references incorporated by 
reference in their entireties). The term "monoclonal antibody" as used herein is not 
limited to antibodies produced through hybridoma technology. The term 

25 "monoclonal antibody" refers to an antibody that is derived from a single clone, 
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including any eukaryotic, prokaryotic, or phage clone, and not the method by which it 
is produced. 

Methods for producing and screening for specific antibodies using hybridoma 
technology are routine and well known in ihe art and are discussed in detail in the 
Examples (e.g., Example 16). In a non-limiting example, mice can be immunized 
with a polypeptide of the invention or a cell expressing such peptide. Once an 
immune response is detected, e.g., antibodies specific for the antigen are detected in 
the mouse serum, the mouse spleen is harvested and splenocytes isolated. The 
splenocytes are then fused by well known techniques to any suitable myeloma cells, 
for example cells from cell line SP20 available from the ATCC. Hybridomas are 
selected and cloned by limited dilution. The hybridoma clones are then assayed by 
methods known in the art for cells that secrete antibodies capable of binding a 
polypeptide of the invention. Ascites fluid, which generally contains high levels of 
antibodies, can be generated by immunizing mice with positive hybridoma clones. 

Accordingly, the present invention provides methods of generating 
monoclonal antibodies as well as antibodies produced by the method comprising 
culturing a hybridoma cell secreting an antibody of the invention wherein, preferably, 
the hybridoma is generated by fusing splenocytes isolated from a mouse immunized 
with an antigen of the invention with myeloma cells and then screening the 
hybridomas resulting from the fusion for hybridoma clones that secrete an antibody 
able to bind a polypeptide of the invention. 

Antibody fragments which recognize specific epitopes may be generated by 
known techniques. For example, Fab and F(ab')2 fragments of the invention may be 
produced by proteolytic cleavage of immunoglobulin molecules, using enzymes such 
as papain (to produce Fab fragments) or pepsin (to produce F(ab')2 fragments). 
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F(ab f )2 fragments contain the variable region, the light chain constant region and the 
CHI domain of the heavy chain. 

For example, the antibodies of the present invention can also be generated 
using various phage display methods known in the art. In phage display methods, 

5 functional antibody domains are displayed on the surface of phage particles whiGh 
carry the polynucleotide sequences encoding them. In a particular embodiment, such 
phage can be utilized to display antigen binding domains expressed from a repertoire 
or combinatorial antibody library (e.g., human or murine). Phage expressing an 
antigen binding domain that binds the antigen of interest can be selected or identified 

10 with antigen, e.g., using labeled antigen or antigen bound or captured to a solid 
surface or bead. Phage used in these methods are typically filamentous phage 
including fd and M13 binding domains expressed from phage with Fab, Fv or 
disulfide stabilized Fv antibody domains recombinantly fused to either the phage 
gene III or gene VIII protein. Examples of phage display methods that can be used to 

IS make the antibodies of the present invention include those disclosed in Brinkman et 
al., J. Immunol. Methods 182:41-50 (1995); Ames et al., J. Immunol. Methods 
184: 177-186 (1995); Kettleborough et al., Eur. J. Immunol. 24:952-958 (1994); Persic 
etal.,Gene 187 9-18 (1997); Burton etal., Advances in Immunology 57:191-280 
(1994); PCT application No. PCT/GB91/01 134; PCT publications WO 90/02809; 

20 WO 91/10737; WO 92/01047; WO 92/18619; WO 93/1 1236; WO 95/15982; WO 
95/20401; and U.S. Patent Nos. 5,698,426; 5,223,409; 5,403,484; 5,580,717; 
5,427,908; 5,750,753; 5,821,047; 5,571,698; 5,427,908; 5,516,637; 5,780,225; 
5,658,727; 5,733,743 and 5,969,108; each of which is incorporated herein by 
reference in its entirety. 

25 As described in the above references, after phage selection, the antibody 

coding regions from the phage can be isolated and used to generate whole antibodies, 
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including human antibodies, or any other desired antigen binding fragment, and 
expressed in any desired host, including mammalian cells, insect cells, plant cells, 
yeast, and bacteria, e.g., as described in detail below. For example, techniques to 

recombinants nmH 

j j — ■» * " ,,vj * v"^ iiagiu^iiia ^uii aiw uc empioyea using 

methods known in the art such as those disclosed in PCT publication WO 92/22324; 
Mullinax et al. f BioTechniques 12(6):864-869 (1992); and Sawai et al., AJRI 34:26- 
34 (1995); and Better et al., Science 240:1041-1043 (1988) (said references 
incorporated by reference in their entireties). 

Examples of techniques which can be used to produce single-chain Fvs and 
antibodies include those described in U.S. Patents 4,946,778 and 5,258,498; Huston 
et al., Methods in Enzymoiogy 203:46-88 (1991); Shu et al., PNAS 90:7995-7999 
(1993); and Skerraetal., Science 240:1038-1040 (1988). For some uses, including 
in vivo use of antibodies in humans and in vitro detection assays, it may be preferable 
to use chimeric, humanized, or human antibodies. A chimeric antibody is a molecule 
in which different portions of the antibody are derived from different animal species, 
such as antibodies having a variable region derived from a murine monoclonal 
antibody and a human immunoglobulin constant region. Methods for producing 
chimeric antibodies are known in the art. See e.g., Morrison, Science 229: 1202 
(1985); Oi et al., BioTechniques 4:214 (1986); Gillies et al., (1989) J. Immunol. 
Methods 125:191-202; U.S. Patent Nos. 5,807,715; 4,816,567; and 4,816397, which 
are incorporated herein by reference in their entirety. Humanized antibodies are 
antibody molecules from non-human species antibody that binds the desired antigen 
having one or more complementarity determining regions (CDRs) from the non- 
human species and a framework regions from a human immunoglobulin molecule. 
Often, framework residues in the human framework regions will be substituted with 
the corresponding residue from the CDR donor antibody to alter, preferably improve, 
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antigen binding. These framework substitutions are identified by methods well 
known in the art, e.g., by modeling of the interactions of the CDR and framework 
residues to identify framework residues important for antigen binding and sequence 
comparison to identify unusual framework residues at particular positions. (See, e.g., 

5 Queen et al., U.S. Patent No. 5,585,089; Riechmann et al., Nature 332:323 (1988), 
which are incorporated herein by reference in their entireties.) Antibodies can be 
humanized using a variety of techniques known in the art including, for example, 
CDR-grafting (EP 239,400; PCT publication WO 91/09967; U.S. Patent Nos. 
5,225,539; 5,530,101; and 5,585,089), veneering or resurfacing (EP 592,106; EP 

10 519,596; Padlan, Molecular Immunology 28(4/5):489-498 (1991); Studnicka et al., 
Protein Engineering 7(6):805-814 (1994); Roguska. et al., PNAS 91:969-973 (1994)), 
and chain shuffling (U.S. Patent No. 5,565,332). 

Completely human antibodies are particularly desirable for therapeutic 
treatment of human patients. Human antibodies can be made by a variety of methods 

15 known in the art including phage display methods described above using antibody 
libraries derived from human immunoglobulin sequences. See also, U.S. Patent Nos. 
4,444,887 and 4,7 16,1 1 1 ; and PCT publications WO 98/46645, WO 98/50433, WO 
98/24893, WO 98/16654, WO 96/340%, WO 96/33735, and WO 91/10741; each of 
which is incorporated herein by reference in its entirety. 

20 Human antibodies can also be produced using transgenic mice which are 

incapable of expressing functional endogenous immunoglobulins, but which can 
express human immunoglobulin genes. For example, the human heavy and light 
chain immunoglobulin gene complexes may be introduced randomly or by 
homologous recombination into mouse embryonic stem cells. Alternatively, the 

25 human variable region, constant region, and diversity region may be introduced into 
mouse embryonic stem cells in addition to the human heavy and light chain genes. 
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The mouse heavy and light chain immunoglobulin genes may be rendered non- 
functional separately or simultaneously with the introduction of human 
immunoglobulin loci by homologous recombination. In particular, homozygous 
deletion of the JH region prevents endogenous antibody production. The modified 
5 embryonic stem cells are expanded and microinjected into blastocysts to produce 
chimeric mice. The chimeric mice are then bred to produce homozygous offspring 
which express human antibodies. The transgenic mice are immunized in the normal 
fashion with a selected antigen, e.g., all or a portion of a polypeptide of the invention. 
Monoclonal antibodies directed against the antigen can be obtained from the 
10 immunized, transgenic mice using conventional hybridoma technology. The human 
immunoglobulin transgenes harbored by the transgenic mice rearrange during B cell 
differentiation, and subsequently undergo class switching and somatic mutation. 
Thus, using such a technique, it is possible to produce therapeutically useful IgG, IgA, 
IgM and IgE antibodies. For an overview of this technology for producing human 
15 antibodies, see Lonberg and Huszar, Int. Rev. Immunol. 13:65-93 (1995). For a 
detailed discussion of this technology for producing human antibodies and human 
monoclonal antibodies and protocols for producing such antibodies, see, e.g., PCT 
publications WO 98/24893; WO 92/01047; WO 96/34096; WO 96/33735; European 
Patent No. 0 598 877; U.S. Patent Nos. 5,413,923; 5,625,126; 5,633,425; 5,569,825; 
20 5,661,016; 5,545,806; 5,814,318; 5,885,793; 5,916,771 ; and 5,939,598, which are 
incorporated by reference herein in their entirety. In addition, companies such as 
Abgenix, Inc. (Freemont, CA) and Genpharm (San Jose, CA) can be engaged to 
provide human antibodies directed against a selected antigen using technology similar 
to that described above. 
25 Completely human antibodies which recognize a selected epitope can be 

generated using a technique referred to as "guided selection." In this approach a 
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selected non-human monoclonal antibody, e.g., a mouse antibody, is used to guide the 
selection of a completely human antibody recognizing the same epitope. (Jespers et 
al. t Bio/technology 12:899-903 (1988)). 

Further, antibodies to the polypeptides of the invention can, in turn, be utilized 

5 to generate anti-idiotype antibodies that "mimic" polypeptides of the invention using 
techniques well known to those skilled in the art. (See, e.g., Greenspan & Bona, 
FASEB J. 7(5):437-444; (1989) and Nissinoff, J. Immunol. 147(8):2429-2438 
(1991)). For example, antibodies which bind to and competitively inhibit polypeptide 
multimerization and/or binding of a polypeptide of the invention to a ligand can be 

10 used to generate anti-idiotypes that "mimic" the polypeptide multimerization and/or 
binding domain and, as a consequence, bind to and neutralize polypeptide and/or its 
ligand. Such neutralizing anti-idiotypes or Fab fragments of such anti-idiotypes can 
be used in therapeutic regimens to neutralize polypeptide ligand. For example, such 
anti-idiotypic antibodies can be used to bind a polypeptide of the invention and/or to 

15 bind its ligands/receptors, and thereby block its biological activity. 

Polynucleotides Encoding Antibodies 

The invention further provides polynucleotides comprising a nucleotide 

sequence encoding an antibody of the invention and fragments thereof. The 
20 invention also encompasses polynucleotides that hybridize under stringent or lower 

stringency hybridization conditions, e.g., as defined supra, to polynucleotides that 

encode an antibody, preferably, that specifically binds to a polypeptide of the 

invention, preferably, an antibody that binds to a polypeptide having the amino acid 

sequence of SEQ ID NO:Y. 
25 The polynucleotides may be obtained, and the nucleotide sequence of the 

polynucleotides determined, by any method known in the art. For example, if the 
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nucleotide sequence of the antibody is known, a polynucleotide encoding the antibody 
may be assembled from chemically synthesized oligonucleotides (e.g., as described 
in Kutmeier et al., BioTechniques 17:242 (1994)), which, briefly, involves the 
synthesis of overlaoDine ol 

w 1 - ,. ....... ..^ \Ji lll^ aCl^UClUJC 

encoding the antibody, annealing and ligating of those oligonucleotides, and then 
amplification of the ligated oligonucleotides by PCR. 

Alternatively, a polynucleotide encoding an antibody may be generated from 
nucleic acid from a suitable source. If a clone containing a nucleic acid encoding a 
particular antibody is not available, but the sequence of the antibody molecule is 
known, a nucleic acid encoding the immunoglobulin may be chemically synthesized 
or obtained from a suitable source (e.g., an antibody cDNA library, or a cDNA library 
generated from, or nucleic acid, preferably poly A+ RNA, isolated from, any tissue 
or cells expressing the antibody, such as hybridoma cells selected to express an 
antibody of the invention) by PCR amplification using synthetic primers hybridizable 
to the 3' and 5' ends of the sequence or by cloning using an oligonucleotide probe 
specific for the particular gene sequence to identify, e.g., a cDNA clone from a 
cDNA library that encodes the antibody. Amplified nucleic acids generated by PCR 
may then be cloned into replicable cloning vectors using any method well known in 
the art. 

Once the nucleotide sequence and corresponding amino acid sequence of the 
antibody is determined, the nucleotide sequence of the antibody may be manipulated 
using methods well known in the art for the manipulation of nucleotide sequences, 
e.g., recombinant DNA techniques, site directed mutagenesis, PCR, etc. (see, for 
example, the techniques described in Sambrook et al., 1990, Molecular Cloning, A 
Laboratory Manual, 2d Ed., Cold Spring Harbor Laboratory, Cold Spring Harbor, 
NY and Ausubel et al., eds., 1998, Current Protocols in Molecular Biology, John 
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Wiley & Sons, NY, which are both incorporated by reference herein in their 
entireties ), to generate antibodies having a different amino acid sequence, for 
example to create amino acid substitutions, deletions, and/or insertions. 

In a specific embodiment, the amino acid sequence of the heavy and/or light 

5 chain variable domains may be inspected to identify the sequences of the 

complementarity determining regions (CDRs) by methods that are well know in the 
art, e.g., by comparison to known amino acid sequences of other heavy and light 
chain variable regions to determine the regions of sequence hypervariability. Using 
routine recombinant DNA techniques, one or more of the CDRs may be inserted 

10 within framework regions, e.g., into human framework regions to humanize a non- 
human antibody, as described supra. The framework regions may be naturally 
occurring or consensus framework regions, and preferably human framework regions 
(see, e.g., Chothia et al., J. Mol. Biol. 278: 457-479 (1998) for a listing of human 
framework regions). Preferably, the polynucleotide generated by the combination of 

15 the framework regions and CDRs encodes an antibody that specifically binds a 

polypeptide of the invention. Preferably, as discussed supra, one or more amino acid 
substitutions may be made within the framework regions, and, preferably, the amino 
acid substitutions improve binding of the antibody to its antigen. Additionally, such 
methods may be used to make amino acid substitutions or deletions of one or more 

20 variable region cysteine residues participating in an intrachain disulfide bond to 
generate antibody molecules lacking one or more intrachain disulfide bonds. Other 
alterations to the polynucleotide are encompassed by the present invention and within 
the skill of the art 

In addition, techniques developed for the production of "chimeric antibodies" 
25 (Morrison et al., Proc. Natl. Acad. Sci. 81:851-855 (1984); Neuberger et al., Nature 
3 12:604-608 (1984); Takeda et al., Nature 314:452-454 (1985)) by splicing genes 
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from a mouse antibody molecule of appropriate antigen specificity together with 
genes from a human antibody molecule of appropriate biological activity can be used. 
As described supra, a chimeric antibody is a molecule in which different portions are 
derived from different animal species, such as those having a variable region derived 
5 from a murine mAb and a human immunoglobulin constant region, e.g., humanized 
antibodies. 

Alternatively, techniques described for the production of single chain 
antibodies (U.S. Patent No. 4,946,778; Bird, Science 242:423- 42 (1988); Huston et 
al., Proc. Natl. Acad. Sci. USA 85:5879-5883 (1988); and Ward et al., Nature 
10 334:544-54 (1989)) can be adapted to produce single chain antibodies. Single chain 
antibodies are formed by linking the heavy and light chain fragments of the Fv region 
via an amino acid bridge, resulting in a single chain polypeptide. Techniques for the 
assembly of functional Fv fragments in E. coli may also be used (Skerra et al., 
Science 242:1038- 1041 (1988)). 

Methods of Producing Antibodies 

The antibodies of the invention can be produced by any method known in the 
art for the synthesis of antibodies, in particular, by chemical synthesis or preferably, 
by recombinant expression techniques. 

Recombinant expression of an antibody of the invention, or fragment, 
derivative or analog thereof, (e.g., a heavy or light chain of an ant.body of the 
invention or a single chain antibody of the invention), requires construction of an 
expression vector containing a polynucleotide that encodes the antibody. Once a 
polynucleot.de encoding an antibody molecule or a heavy or light chain of an 
antibody, or portion thereof (preferably containing the heavy or light chain variable 
domain), of the invention has been obtained, the vector for the production of the 
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antibody molecule may be produced by recombinant DNA technology using 
techniques well known in the art. Thus, methods for preparing a protein by 
expressing a polynucleotide containing an antibody encoding nucleotide sequence are 
described herein. Methods which are well known to those skilled in the art can be 

5 used to construct expression vectors containing antibody coding sequences and . 
appropriate transcriptional and translational control signals. These methods include, 
for example, in vitro recombinant DNA techniques, synthetic techniques, and in vivo 
genetic recombination. The invention, thus, provides replicable vectors comprising a 
nucleotide sequence encoding an antibody molecule of the invention, or a heavy or 

10 light chain thereof, or a heavy or light chain variable domain, operably linked to a 
promoter. Such vectors may include the nucleotide sequence encoding the constant 
region of the antibody molecule (see, e.g., PCT Publication WO 86/05807; PCT 
Publication WO 89/01036; and U.S. Patent No. 5,122,464) and the variable domain of 
the antibody may be cloned into such a vector for expression of the entire heavy or 

15 light chain. 

The expression vector is transferred to a host cell by conventional techniques 
and the transfected cells are then cultured by conventional techniques to produce an 
antibody of the invention. Thus, the invention includes host cells containing a 
polynucleotide encoding an antibody of the invention, or a heavy or light chain 

20 thereof, or a single chain antibody of the invention, operably linked to a heterologous 
promoter. In preferred embodiments for the expression of double-chained antibodies, 
vectors encoding both the heavy and light chains may be co-expressed in the host cell 
for expression of the entire immunoglobulin molecule, as detailed below. 

A variety of host-expression vector systems may be utilized to express the 

25 antibody molecules of the invention. Such host-expression systems represent 

vehicles by which the coding sequences of interest may be produced and subsequently 
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purified, but also represent cells which may, when transformed or transfected with 
the appropriate nucleotide coding sequences, express an antibody molecule of the 
invention in situ. These include but are not limited to microorganisms such as 
bacteria (e.g., E. coli, B. subtilis) transformed with recombinant bacteriophage DNA, 

5 plasmid DNA or cosmid DNA expression vectors containing antibody coding 

sequences; yeast (e.g., Saccharomyces, Pichia) transformed with recombinant yeast 
expression vectors containing antibody coding sequences; insect cell systems 
infected with recombinant virus expression vectors (e.g., baculovirus) containing 
antibody coding sequences; plant cell systems infected with recombinant virus 

10 expression vectors (e.g., cauliflower mosaic virus, CaMV; tobacco mosaic virus, 

TMV) or transformed with recombinant plasmid expression vectors (e.g., Ti plasmid) 
containing antibody coding sequences; or mammalian cell systems (e.g., COS, CHO, 
BHK, 293, 3T3 cells) harboring recombinant expression constructs containing 
promoters derived from the genome of mammalian cells (e.g., metallothionein 

15 promoter) or from mammalian viruses (e.g., the adenovirus late promoter; the 

vaccinia virus 7.5K promoter). Preferably, bacterial cells such as Escherichia coli, 
and more preferably, eukaryotic cells, especially for the expression of whole 
recombinant antibody molecule, are used for the expression of a recombinant 
antibody molecule. For example, mammalian cells such as Chinese hamster ovary 

20 cells (CHO), in conjunction with a vector such as the major intermediate early gene 
promoter element from human cytomegalovirus is an effective expression system for 
antibodies (Foecking et al., Gene 45: 101 (1986); Cockett et al., Bio/Technology 8:2 
(1990)). 

In bacterial systems, a number of expression vectors may be advantageously 
25 selected depending upon the use intended for the antibody molecule being expressed. 
For example, when a large quantity of such a protein is to be produced, for the 
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generation of pharmaceutical compositions of an antibody molecule, vectors which 
direct the expression of high levels of fusion protein products that are readily purified 
may be desirable. Such vectors include, but are not limited, to the E. coli expression 
vector pUR278 (Ruther et al., EMBO J. 2:1791 (1983)), in which the antibody coding 

5 sequence may be ligated individually into the vector in frame with the lac Z coding 
region so that a fusion protein is produced; pIN vectors (Inouye & Inouye, Nucleic 
Acids Res. 13:3101-3109 (1985); Van Heeke & Schuster, J. Biol. Chem. 24:5503- 
5509 (1989)); and the like. pGEX vectors may also be used to express foreign 
polypeptides as fusion proteins with glutathione S-transferase (GST). In general, such 

10 fusion proteins are soluble and can easily be purified from lysed cells by adsorption 
and binding to matrix glutathione-agarose beads followed by elution in the presence 
of free glutathione. The pGEX vectors are designed to include thrombin or factor Xa 
protease cleavage sites so that the cloned target gene product can be released from the 
GST moiety. 

15 In an insect system, Autographa californica nuclear polyhedrosis virus 

(AcNPV) is used as a vector to express foreign genes. The virus grows in 
Spodoptera frugiperda cells. The antibody coding sequence may be cloned 
individually into non-essential regions (for example the polyhedrin gene) of the virus 
and placed under control of an AcNPV promoter (for example the polyhedrin 

20 promoter). 

In mammalian host cells, a number of viral-based expression systems may be 
utilized. In cases where an adenovirus is used as an expression vector, the antibody 
coding sequence of interest may be ligated to an adenovirus transcription/translation 
control complex, e.g., the late promoter and tripartite leader sequence. This chimeric 
25 gene may then be inserted in the adenovirus genome by in vitro or in vivo 

recombination. Insertion in a non- essential region of the viral genome (e.g., region 
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El or E3) will result in a recombinant virus that is viable and capable of expressing 
the antibody molecule in infected hosts, (e.g., see Logan & Shenk, Proc. Natl. Acad. 
Sci. USA 81:355-359 (1984)). Specific initiation signals may also be required for 
efficient translation of inserted antibody coding sequences. These signals include the 

5 ATG initiation codon and adjacent sequences. Furthermore, the initiation codon 
must be in phase with the reading frame of the desired coding sequence to ensure 
translation of the entire insert. These exogenous transiational control signals and 
initiation codons can be of a variety of origins, both natural and synthetic. The 
efficiency of expression may be enhanced by the inclusion of appropriate 

10 transcription enhancer elements, transcription terminators, etc. (see Bittner et al., 
Methods in Enzymol. 153:51-544(1987)). 

In addition, a host cell strain may be chosen which modulates the expression 
of the inserted sequences, or modifies and processes the gene product in the specific 
fashion desired. Such modifications (e.g., glycosylation) and processing (e.g., 

15 cleavage) of protein products may be important for the function of the protein. 
Different host cells have characteristic and specific mechanisms for the post- 
translational processing and modification of proteins and gene products. Appropriate 
cell lines or host systems can be chosen to ensure the correct modification and 
processing of the foreign protein expressed. To this end, eukaryotic host cells which 

20 possess the cellular machinery for proper processing of the primary transcript, 
glycosylation, and phosphorylation of the gene product may be used. Such 
mammalian host cells include but are not limited to CHO, VERY, BHK, Hela, COS, 
MDCK, 293, 3T3, WI38, and in particular, breast cancer cell lines such as, for 
example, BT483, Hs578T, HTB2, BT20 and T47D, and normal mammary gland cell 

25 line such as, for example, CRL7030 and Hs578Bst. 
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For long-term, high-yield production of recombinant proteins, stable 
expression is preferred. For example, cell lines which stably express the antibody 
molecule may be engineered. Rather than using expression vectors which contain 
viral origins of replication, host cplls can be transformed with DNA controlled by 

5 appropriate expression control elements (e.g., promoter, enhancer, sequences, 
transcription terminators, polyadenylation sites, etc.), and a selectable marker. 
Following the introduction of the foreign DNA, engineered cells may be allowed to 
grow for 1-2 days in an enriched media, and then are switched to a selective media. 
The selectable marker in the recombinant plasmid confers resistance to the selection 

10 and allows cells to stably integrate the plasmid into their chromosomes and grow to 
form foci which in turn can be cloned and expanded into cell lines. This method may 
advantageously be used to engineer cell lines which express the antibody molecule. 
Such engineered cell lines may be particularly useful in screening and evaluation of 
compounds that interact directly or indirectly with the antibody molecule. 

15 A number of selection systems may be used, including but not limited to the 

herpes simplex virus thymidine kinase (Wigler et ah, Cell 1 1:223 (1977)), 
hypoxanthine-guanine phosphoribosyltransferase (Szybalska & Szybalski, Proc. Natl. 
Acad. Sci. USA 48:202 (1992)), and adenine phosphoribosyltransferase (Lowy et al., 
Cell 22:817 (1980)) genes can be employed in tk-, hgprt- or aprt- cells, respectively. 

20 Also, antimetabolite resistance can be used as the basis of selection for the following 
genes: dhfr, which confers resistance to methotrexate (Wigler et ah, Natl. Acad. Sci. 
USA 77:357 (1980); O'Hare et al., Proc. Natl. Acad. Sci. USA 78: 1527 (1981)); gpt, 
which confers resistance to mycophenolic acid (Mulligan & Berg, Proc. Natl. Acad. 
Sci. USA 78:2072 (1981)); neo, which confers resistance to the aminoglycoside G- 

25 418 Clinical Pharmacy 12:488-505; Wu and Wu, Biotherapy 3:87-95 (1991); 

Tolstoshev, Ann. Rev. Pharmacol. Toxicol. 32:573-5% (1993); Mulligan, Science 
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260:926-932 (1993); and Morgan and Anderson, Ann. Rev. Biochem. 62: 191-217 
(1993); May, 1993, TIB TECH 1 1(5): 155-215); and hygro, which confers resistance 
to hygromycin (Santerre et al., Gene 30: 147 (1984)). Methods commonly known in 
the art of recombinant DNA technology may be routinely applied to select the desired 
recombinant clone, and such methods are described, for example, in Ausubel et al. 
(eds.), Current Protocols in Molecular Biology, John Wiley & Sons, NY (1993); 
Kriegler, Gene Transfer and Expression, A Laboratory Manual, Stockton Press, NY 
(1990); and in Chapters 12 and 13, Dracopoli et al. (eds), Current Protocols in 
Human Genetics, John Wiley & Sons, NY (1994); Colberre-Garapin et al., J. Mol. 
Biol. 150:1 (1981), which are incorporated by reference herein in their entireties. 

The expression levels of an antibody molecule can be increased by vector 
amplification (for a review, see Bebbington and Hentschel, The use of vectors based 
on gene amplification for the expression of cloned genes in mammalian cells in DNA 
cloning, VoL3. (Academic Press, New York, 1987)). When a marker in the vector 
system expressing antibody is amplifiable, increase in the level of inhibitor present in 
culture of host cell will increase the number of copies of the marker gene. Since the 
amplified region is associated with the antibody gene, production of the antibody will 
also increase (Crouse et al., Mol. Cell. Biol. 3:257 (1983)). 

The host cell may be co-transfected with two expression vectors of the 
invention, the first vector encoding a heavy chain derived polypeptide and the second 
vector encoding a light chain derived polypeptide. The two vectors may contain 
identical selectable markers which enable equal expression of heavy and light chain 
polypeptides. Alternatively, a single vector may be used which encodes, and is 
capable of expressing, both heavy and light chain polypeptides. In such situations, 
the light chain should be placed before the heavy chain to avoid an excess of toxic 
free heavy chain (Proudfoot, Nature 322:52 (1986); Kohler, Proc. Natl. Acad. Sci. 
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USA 77:2197 (1980)). The coding sequences for the heavy and light chains may 
comprise cDNA or genomic DNA. 

Once an antibody molecule of the invention has been produced by an animal, 
chemically synthesized, or recombinantly expressed, it may be purified by any 

5 method known in the art for purification of an immunoglobulin molecule, for 

example, by chromatography (e.g., ion exchange, affinity, particularly by affinity for 
the specific antigen after Protein A, and sizing column chromatography), 
centrifugation, differential solubility, or by any other standard technique for the 
purification of proteins. In addition, the antibodies of the present invention or 

10 fragments thereof can be fused to heterologous polypeptide sequences described 
herein or otherwise known in the art, to facilitate purification. 

The present invention encompasses antibodies recombinantly fused or 
chemically conjugated (including both covalently and non-covalently conjugations) 
to a polypeptide (or portion thereof, preferably at least 10, 20, 30, 40, 50, 60, 70, 80, 

15 90 or 100 amino acids of the polypeptide) of the present invention to generate fusion 
proteins. The fusion does not necessarily need to be direct, but may occur through 
linker sequences. The antibodies may be specific for antigens other than polypeptides 
(or portion thereof, preferably at least 10, 20, 30, 40, 50, 60, 70, 80, 90 or 100 amino 
acids of the polypeptide) of the present invention. For example, antibodies may be 

20 used to target the polypeptides of the present invention to particular cell types, either 
in vitro or in vivo, by fusing or conjugating the polypeptides of the present invention 
to antibodies specific for particular cell surface receptors. Antibodies fused or 
conjugated to the polypeptides of the present invention may also be used in in vitro 
immunoassays and purification methods using methods known in the art. See e.g., 

25 Harbor et al., supra, and PCT publication WO 93/21232; EP 439,095; Naramura et 
al., Immunol. Lett. 39:91-99 (1994); U.S. Patent 5,474,981; Gillies et al., PNAS 
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89:1428-1432 (1992); Fell etal., J. Immunol. 146:2446-2452(1991), which are 
incorporated by reference in their entireties. 

The present invention further includes compositions comprising the 
polypeptides of the present invention fused or conjugated to antibody domains other 
than the variable regions. For example, the polypeptides of the present invention may 
be fused or conjugated to an antibody Fc region, or portion thereof. The antibody 
portion fused to a polypeptide of the present invention may comprise the constant 
region, hinge region, CHI domain, CH2 domain, and CH3 domain or any 
combination of whole domains or portions thereof. The polypeptides may also be 
fused or conjugated to the above antibody portions to form multimers. For example, 
Fc portions fused to the polypeptides of the present invention can form dimers 
through disulfide bonding between the Fc portions. Higher multimeric forms can be 
made by fusing the polypeptides to portions of IgA and IgM Methods for fusing or 
conjugating the polypeptides of the present invention to antibody portions are known 
in the art. See, e.g., U.S. Patent Nos. 5,336,603; 5,622,929; 5,359,046; 5,349,053; 
5,447,851; 5,1 12,946; EP 307,434; EP 367,166; PCT publications WO 96/04388; WO 
91/06570; Ashkenazi et al., Proc. Natl. Acad. Sci. USA 88:10535-10539 (1991); 
Zheng et al., J. Immunol. 154:5590-5600 (1995); and Vil et al., Proc. Natl. Acad. Sci. 
USA 89:1 1337- 1 1341(1992) (said references incorporated by reference in their 
entireties). 

As discussed, supra, the polypeptides corresponding to a polypeptide, 
polypeptide fragment, or a variant of SEQ ID NO:Y may be fused or conjugated to 
the above antibody portions to increase the in vivo half life of the polypeptides or for 
use in immunoassays using methods known in the art. Further, the polypeptides 
corresponding to SEQ ID NO: Y may be fused or conjugated to the above antibody 
portions to facilitate purification. One reported example describes chimeric proteins 
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consisting of the first two domains of the human CD4-polypeptide and various 
domains of the constant regions of the heavy or light chains of mammalian 
immunoglobulins. (EP 394,827; Traunecker et al., Nature 331:84-86 (1988). The 
polypeptides of the present invention fused or conjugated to an antibody having 

5 disulfide- linked dimeric structures (due to the lgG) may also be more efficient in 
binding and neutralizing other molecules, than the monomeric secreted protein or 
protein fragment alone. (Fountoulakis et al., J. Biochem. 270:3958-3964 (1995)). In 
many cases, the Fc part in a fusion protein is beneficial in therapy and diagnosis, and 
thus can result in, for example, improved pharmacokinetic properties. (EP A 

10 232,262). Alternatively, deleting the Fc part after the fusion protein has been 

expressed, detected, and purified, would be desired. For example, the Fc portion may 
hinder therapy and diagnosis if the fusion protein is used as an antigen for 
immunizations. In drug discovery, for example, human proteins, such as hIL-5, have 
been fused with Fc portions for the purpose of high-throughput screening assays to 

15 identify antagonists. of hIL-5. (See, Bennett et al., J. Molecular Recognition 8:52-58 
(1995); Johanson et al., J. Biol. Chem. 270:9459-9471 (1995). 

Moreover, the antibodies or fragments thereof of the present invention can be 
fused to marker sequences, such as a peptide to facilitate purification. In preferred 
embodiments, the marker amino acid sequence is a hexa-histidine peptide, such as the 

20 tag provided in a pQE vector (QIAGEN, Inc., 9259 Eton Avenue, Chatsworth, CA, 
9131 1), among others, many of which are commercially available. As described in 
Gentz et al., Proc. Natl. Acad. Sci. USA 86:821-824 (1989), for instance, hexa- 
histidine provides for convenient purification of the fusion protein. Other peptide tags 
useful for purification include, but are not limited to, the "HA" tags which 

25 corresponds to an epitope derived from the influenza hemagglutinin protein (Wilson 
etal., Cell 37:767 (1984)) and the "flag" tag. 
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The present invention further encompasses antibodies or fragments thereof 
conjugated to a diagnostic or therapeutic agent. The antibodies can be used 
diagnostically to, for example, monitor the development or progression of a tumor as 
part of a clinical testing procedure to, e.g., determine the efficacy of a given 

5 treatment regimen. Detection can be facilitated by coupling the antibody to a 

detectable substance. Examples of detectable substances include various enzymes, 
prosthetic groups, fluorescent materials, luminescent materials, bioluminescent 
materials, radioactive materials, positron emitting metals using various positron 
emission tomographies, and nonradioactive paramagnetic meta! ions. The detectable 

10 substance may be coupled or conjugated either directly to the antibody (or fragment 
thereof) or indirectly, through an intermediate (such as, for example, a linker known 
in the art) using techniques known in the art. See, for example, U.S. Patent No. 
4,741 ,900 for metal ions which can be conjugated to antibodies for use as diagnostics 
according to the present invention. Examples of suitable enzymes include horseradish 

15 peroxidase, alkaline phosphatase, beta-galactosidase, or acetylcholinesterase; 

examples of suitable prosthetic group complexes include streptavidin/biotin and 
avidin/biotin; examples of suitable fluorescent materials include umbetliferone, 
fluorescein, fluorescein isothiocyanate, rhodamine, dichlorotriazinylamine 
fluorescein, dansyl chloride or phycoerythrin; an example of a luminescent material 

20 includes luminol; examples of bioluminescent materials include luciferase, luciferin, 
and aequorin; and examples of suitable radioactive material include 1251, 1311, 1 1 lln 
or 99Tc. 

Further, an antibody or fragment thereof may be conjugated to a therapeutic 
moiety such as a cytotoxin, e.g., a cytostatic or cytocidal agent, a therapeutic agent or 
25 a radioactive metal ion, e.g., alpha-emitters such as, for example, 2I3Bi. A cytotoxin 
or cytotoxic agent includes any agent that is detrimental to cells. Examples include 
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paclitaxol, cytochalasin B, gramicidin D, ethidium bromide, emetine, mitomycin, 
etoposide, tenoposide, vincristine, vinblastine, colchicin, doxorubicin, daunorubicin, 
dihydroxy anthracin dione, mitoxantrone, mithramycin, actinomycin D, 1- 
dehydrotestosterone, glucocorticoids, procaine, tetracaine, lidocaine, propranolol, and 

5 puromycin and analogs or homologs thereof. Therapeutic agents include, but are not 
limited to, antimetabolites (e.g., methotrexate, 6-mercaptopurine, 6-thioguanine, 
cytarabine, 5-fluorouracil decarbazine), alkylating agents (e.g., mechlorethamine, 
thioepa chlorambucil, melphalan, carmustine (BSNU) and lomustine (CCNU), 
cyclothosphamide, busulfan, dibromomannitol, streptozotocin, mitomycin C, and cis- 

10 dichlorodiamine platinum (II) (DDP) cisplatin), anthracyclines (e.g., daunorubicin 
(formerly daunomycin) and doxorubicin), antibiotics (e.g., dactinomycin (formerly 
actinomycin), bleomycin, mithramycin, and anthramycin (AMC)), and anti-mitotic 
agents (e.g., vincristine and vinblastine). 

The conjugates of the invention can be used for modifying a given biological 

15 response, the therapeutic agent or drug moiety is not to be construed as limited to 
classical chemical therapeutic agents. For example, the drug moiety may be a protein 
or polypeptide possessing a desired biological activity. Such proteins may include, 
for example, a toxin such as abrin, ricin A, pseudomonas exotoxin, or diphtheria 
toxin; a protein such as tumor necrosis factor, a-interferon, B-interferon, nerve growth 

20 factor, platelet derived growth factor, tissue plasminogen activator, an apoptotic 
agent, e.g., TNF-alpha, TNF-beta, AIM I (See, International Publication No. WO 
97/33899), AIM II (See, International Publication No. WO 97/3491 1), Fas Ligand 
(Takahashi etaL Int. Immunol, 6:1567-1574(1994)), VEGI (See, International 
Publication No. WO 99/23105), a thrombotic agent or an anti- angiogenic agent, e.g., 

25 angiostatin or endostatin; or, biological response modifiers such as, for example, 
lymphokines, interleukin-l ("IL-P), interleukin-2 ("1L-2"), interleukin-6 ("IL-6"), 
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stimulating factor ("G-CSF"), or other growth factors. 

Antibodies may also be attached to solid supports, which are particularly 

useful for immunoassays or purification of the target antigen. Such solid supports 
5 include, but are not limited to, glass, cellulose, polyacrylamide, nylon, polystyrene, 

polyvinyl chloride or polypropylene. 

Techniques for conjugating such therapeutic moiety to antibodies are well 

known, see, e.g., Arnon et al., "Monoclonal Antibodies For Immunotargeting Of 

Drugs In Cancer Therapy", in Monoclonal Antibodies And Cancer Therapy, Reisfeld 
10 et al. (eds.), pp. 243-56 (Alan R. Liss, Inc. 1985); Hellstrom et al., "Antibodies For 

Drug Delivery", in Controlled Drug Delivery (2nd Ed.), Robinson et al. (eds.), pp. 

623-53 (Marcel Dekker, Inc. 1987); Thorpe, "Antibody Carriers Of Cytotoxic Agents 

In Cancer Therapy: A Review", in Monoclonal Antibodies *84: Biological And 

Clinical Applications, Pinchera et al. (eds.), pp. 475-506 (1985); "Analysis, Results, 
1 5 And Future Prospective Of The Therapeutic Use Of Radiolabeled Antibody In 

Cancer Therapy", in Monoclonal Antibodies For Cancer Detection And Therapy, 

Baldwin et al. (eds.), pp. 303-16 (Academic Press 1985), and Thorpe et al., 'The 

Preparation And Cytotoxic Properties Of Antibody-Toxin Conjugates", Immunol. 

Rev. 62:119-58(1982). 
20 Alternatively, an antibody can be conjugated to a second antibody to form an 

antibody heteroconjugate as described by Segal in U.S. Patent No. 4,676,980, which 

is incorporated herein by reference in its entirety. 

An antibody, with or without a therapeutic moiety conjugated to it, 

administered alone or in combination with cytotoxic factor(s) and/or cytokine(s) can 
25 be used as a therapeutic. 
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Immunophenotyping 

The antibodies of the invention may be utilized for immunophenotyping of 
cell lines and biological samples. The translation product of the gene of the present 
invention may be useful as a cell specific marker, or more specifically as a cellular 

5 marker that is differentially expressed at various stages of differentiation and/or . 
maturation of particular cell types. Monoclonal antibodies directed against a specific 
epitope, or combination of epitopes, will allow for the screening of cellular 
populations expressing the marker. Various techniques can be utilized using 
monoclonal antibodies to screen for cellular populations expressing the markers), and 

10 include magnetic separation using antibody-coated magnetic beads, "panning" with 
antibody attached to a solid matrix (i.e., plate), and flow cytometry (See, e.g., U.S. 
Patent 5,985,660; and Morrison et ai, Cell, 96:737 -49 (1999)). 

These techniques allow for the screening of particular populations of cells, 
such as might be found with hematological malignancies (i.e. minimal residual 

15 disease (MRD) in acute leukemic patients) and "non-self 1 cells in transplantations to 
prevent Graft-versus-Host Disease (GVHD). Alternatively, these techniques allow for 
the screening of hematopoietic stem and progenitor cells capable of undergoing 
proliferation and/or differentiation, as might be found in human umbilical cord blood. 

20 Assays For Antibody Binding 

The antibodies of the invention may be assayed for immunospecific binding 
by any method known in the art The immunoassays which can be used include but 
are not limited to competitive and non-competitive assay systems using techniques 
such as western blots, radioimmunoassays, ELISA (enzyme linked immunosorbent 

25 assay), "sandwich" immunoassays, immunoprecipitation assays, precipitin reactions, 
gel diffusion precipitin reactions, immunodiffusion assays, agglutination assays, 



W ° 00/6,628 PCT/USOO/09070 

129 

complement-fixation assays, immunoradiometric assays, fluorescent immunoassays, 
protein A immunoassays, to name but a few. Such assays are routine and well 
known in the art (see, e.g., Ausubel et al, eds, 1994, Current Protocols in Molecular 
Biology, Vol. 1, John Wiley & Sons, Inc., New York, which is incorporated by 
reference herein in its entirety). Exemplary immunoassays are described briefly 
below (but are not intended by way of limitation). 

Immunoprecipitation protocols generally comprise lysing a population of cells 
in a lysis buffer such as RIPA buffer (1% NP-40 or Triton X- 100, 1% sodium 
deoxycholate, 0.1% SDS, 0.15 M NaCl, 0.01 M sodium phosphate at pH 7.2, 1% 
Trasylol) supplemented with protein phosphatase and/or protease inhibitors (e.g., 
EDTA, PMSF, aprotinin, sodium vanadate), adding the antibody of interest to the cell 
lysate, incubating for a period of time (e.g., 1-4 hours) at 4° C, adding protein A 
and/or protein G sepharose beads to the cell lysate, incubating for about an hour or 
more at 4° C, washing the beads in lysis buffer and resuspending the beads in 
SDS/sample buffer. The ability of the antibody of interest to immunoprecipitate a 
particular antigen can be assessed by, e.g., western blot analysis. One of skill in the 
art would be knowledgeable as to the parameters that can be modified to increase the 
binding of the antibody to an antigen and decrease the background (e.g., pre-clearing 
the cell lysate with sepharose beads). For further discussion regarding 
immunoprecipitation protocols see, e.g., Ausubel et al, eds, 1994, Current Protocols in 
Molecular Biology, Vol. 1, John Wiley & Sons, Inc., New York at 10.16.1. 

Western blot analysis generally comprises preparing protein samples, 
electrophoresis of the protein samples in a polyacrylamide gel (e.g., 8%- 20% SDS- 
PAGE depending on the molecular weight of the antigen), transferring the protein 
sample from the polyacrylamide gel to a membrane such as nitrocellulose, PVDF or 
nylon, blocking the membrane in blocking solution (e.g., PBS with 3% BSA or non- 
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fat milk), washing the membrane in washing buffer (e.g., PBS-Tween 20), blocking 
the membrane with primary antibody (the antibody of interest) diluted in blocking 
buffer, washing the membrane in washing buffer, blocking the membrane with a 
secondary antibody (which recognizes the primary antibody, e.g., an anti-human 

5 antibody) conjugated to an enzymatic substrate (e.g., horseradish peroxidase or 
alkaline phosphatase) or radioactive molecule (e.g., 32P or 1251) diluted in blocking 
buffer, washing the membrane in wash buffer, and detecting the presence of the 
antigen. One of skill in the art would be knowledgeable as to the parameters that can 
be modified to increase the signal detected and to reduce the background noise. For 

10 further discussion regarding western blot protocols see, e.g., Ausubel et al, eds, 1994, 
Current Protocols in Molecular Biology, Vol. 1, John Wiley & Sons, Inc., New York 
at 10.8.1. 

ELlSAs comprise preparing antigen, coating the well of a 96 well microtiter 
plate with the antigen, adding the antibody of interest conjugated to a detectable 

15 compound such as an enzymatic substrate (e.g., horseradish peroxidase or alkaline 
phosphatase) to the well and incubating for a period of time, and detecting the 
presence of the antigen. In ELISAs the antibody of interest does not have to be 
conjugated to a detectable compound; instead, a second antibody (which recognizes 
the antibody of interest) conjugated to a detectable compound may be added to the 

20 well. Further, instead of coating the well with the antigen, the antibody may be 
coated to the well. In this case, a second antibody conjugated to a detectable 
compound may be added following the addition of the antigen of interest to the 
coated well. One of skill in the art would be knowledgeable as to the parameters that 
can be modified to increase the signal detected as well as other variations of ELISAs 

25 known in the art. For further discussion regarding ELISAs see, e.g., Ausubel etal, 
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eds, 1994, Current Protocols in Molecular Biology, Vol. 1, John Wiley & Sons, Inc., 
New York at 1 1.2. 1. 

The binding affinity of an antibody to an antigen and the off-rate of an 

antibodv-antieen inte.racri 

„ — — „^>.v.......i^a uy njmjjcuu vc binaing assays. Une 

example of a competitive binding assay is a radioimmunoassay comprising the 

incubation of labeled antigen (e.g., 3H or 1251) with the antibody of interest in the 

presence of increasing amounts of unlabeled antigen, and the detection of the 

antibody bound to the labeled antigen. The affinity of the antibody of interest for a 

particular antigen and the binding off-rates can be determined from the data by 

scatchard plot analysis. Competition with a second antibody can also be determined 

using radioimmunoassays. In this case, the antigen is incubated with antibody of 

interest conjugated to a labeled compound (e.g., 3H or 1251) in the presence of 

increasing amounts of an unlabeled second antibody. 

Therapeutic Uses 

The present invention is further directed to antibody-based therapies which 
involve administering antibodies of the invention to an animal, preferably a mammal, 
and most preferably a human, patient for treating one or more of the disclosed 
diseases, disorders, or conditions. Therapeutic compounds of the invention include, 
but are not limited to, antibodies of the invention (including fragments, analogs and 
derivatives thereof as described herein) and nucleic acids encoding antibodies of the 
invention (including fragments, analogs and derivatives thereof and anti-idiotypic 
antibodies as described herein). The antibodies of the invention can be used to treat, 
inhibit or prevent diseases, disorders or conditions associated with aberrant expression 
and/or activity of a polypeptide of the invention, including, but not limited to, any 
one or more of the diseases, disorders, or conditions described herein. The treatment 
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and/or prevention of diseases, disorders, or conditions associated with aberrant 
expression and/or activity of a polypeptide of the invention includes, but is not 
limited to, alleviating symptoms associated with those diseases, disorders or 
conditions. Antibodies of the invention may be provided in pharmaceutical^ 

5 acceptable compositions as known in the art or as described herein. 

A summary of the ways in which the antibodies of the present invention may 
be used therapeutically includes binding polynucleotides or polypeptides of the 
present invention locally or systemically in the body or by direct cytotoxicity of the 
antibody, e.g. as mediated by complement (CDC) or by effector cells (ADCC). 

10 Some of these approaches are described in more detail below. Armed with the 

teachings provided herein, one of ordinary skill in the art will know how to use the 
antibodies of the present invention for diagnostic, monitoring or therapeutic purposes 
without undue experimentation. 

The antibodies of this invention may be advantageously utilized in 

15 combination with other monoclonal or chimeric antibodies, or with lymphokines or 
hematopoietic growth factors (such as, e.g., IL-2, 1L-3 and 1L-7), for example, which 
serve to increase the number or activity of effector cells which interact with the 
antibodies. 

The antibodies of the invention may be administered alone or in combination 
20 with other types of treatments (e.g., radiation therapy, chemotherapy, hormonal 
therapy, immunotherapy and anti-tumor agents). Generally, administration of 
products of a species origin or species reactivity (in the case of antibodies) that is the 
same species as that of the patient is preferred. Thus, in a preferred embodiment, 
human antibodies, fragments derivatives, analogs, or nucleic acids, are administered 
25 to a human patient for therapy or prophylaxis. 
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It is preferred to use high affinity and/or potent in vivo inhibiting and/or 
neutralizing antibodies against polypeptides or polynucleotides of the present 
invention, fragments or regions thereof, for both immunoassays directed to and 
therapy of disorders related to polynucleotides or polypeptides, including fragments 

5 thereof, of the present invention. Such antibodies, fragments, or regions, will 
preferably have an affinity for polynucleotides or polypeptides of the invention, 
including fragments thereof. Preferred binding affinities include those with a 
dissociation constant or Kd less than 5 X 10 2 M, 10 2 M, 5 X 10 3 M, 10 3 M, 5 X 10 4 
M, \0 A M, 5 X 10 5 M, 10 5 M, 5 X 10 6 M, 10 6 M, 5 X 10 7 M, 10 7 M, 5 X 10 8 M, 

10 10 8 M, 5 X 10 9 M, 10 9 M, 5 X 10'° M, 10 10 M, 5 X 10 11 M, 10 11 M, 5 X 10 12 M, 10 
12 M, 5 X 10 13 M, 10 13 M, 5 X 10 14 M, 10 ,4 M,5 X 10 ,5 M,and 10 ,5 M. 

Gene Therapy 

In a specific embodiment, nucleic acids comprising sequences encoding 
15 antibodies or functional derivatives thereof, are administered to treat, inhibit or 

prevent a disease or disorder associated with aberrant expression and/or activity of a 
polypeptide of the invention, by way of gene therapy. Gene therapy refers to therapy 
performed by the administration to a subject of an expressed or expressible nucleic 
acid. In this embodiment of the invention, the nucleic acids produce their encoded 
20 protein that mediates a therapeutic effect. 

Any of the methods for gene therapy available in the art can be used according 
to the present invention. Exemplary methods are described below. 

For general reviews of the methods of gene therapy, see Goldspiel et al., 
Clinical Pharmacy 12:488-505 (1993); Wu and Wu, Biotherapy 3:87-95 (1991); 
25 Tolstoshev, Ann. Rev. Pharmacol. Toxicol. 32:573-596 ( 1993); Mulligan, Science 
260:926-932 (1993); and Morgan and Anderson, Ann. Rev. Biochem. 62:191-217 
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(1993); May, TIBTECH 1 1(5): 155-215 (1993). Methods commonly known in the art 
of recombinant DNA technology which can be used are described in Ausubel et al. 
(eds.), Current Protocols in Molecular Biology, John Wiley & Sons, NY (1993); and 
Kriegler, Gene Transfer and Expression, A Laboratory Manual, Stockton Press, NY 
5 (1990). 

In a preferred aspect, the compound comprises nucleic acid sequences 
encoding an antibody, said nucleic acid sequences being part of expression vectors 
that express the antibody or fragments or chimeric proteins or heavy or light chains 
thereof in a suitable host In particular, such nucleic acid sequences have promoters 

10 operably linked to the antibody coding region, said promoter being inducible or 
constitutive, and, optionally, tissue- specific. In another particular embodiment, 
nucleic acid molecules are used in which the antibody coding sequences and any other 
desired sequences are flanked by regions that promote homologous recombination at a 
desired site in the genome, thus providing for intrachromosomal expression of the 

15 antibody encoding nucleic acids (Koller and Smithies, Proc. Natl. Acad. Sci. USA 
86:8932-8935 (1989); Zijlstra et al., Nature 342:435-438 (1989). In specific 
embodiments, the expressed antibody molecule is a single chain antibody ; 
alternatively, the nucleic acid sequences include sequences encoding both the heavy 
and light chains, or fragments thereof, of the antibody. 

20 Delivery of the nucleic acids into a patient may be either direct, in which case 

the patient is directly exposed to the nucleic acid or nucleic acid- carrying vectors, or 
indirect, in which case, cells are first transformed with the nucleic acids in vitro, then 
transplanted into the patient. These two approaches are known, respectively, as in 
vivo or ex vivo gene therapy. 

25 In a specific embodiment, the nucleic acid sequences are directly administered 

in vivo, where it is expressed to produce the encoded product. This can be 
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accomplished by any of numerous methods known in the art, e.g., by constructing 
them as part of an appropriate nucleic acid expression vector and administering it so 
that they become intracellular, e.g., by infection using defective or attenuated 
retrovirals or other viral vectors (see U.S. Patent No. 4,980,286), or by direct 
injection of naked DNA, or by use of microparticle bombardment (e.g., a gene gun; 
Biolistic, Dupont), or coating with lipids or cell-surface receptors or transfecting 
agents, encapsulation in liposomes, microparticles, or microcapsules, or by 
administering them in linkage to a peptide which is known to enter the nucleus, by 
administering it in linkage to a ligand subject to receptor-mediated endocytosis (see, 
e.g., Wu and Wu, J. Biol. Chem. 262:4429-4432 (1987)) (which can be used to target 
cell types specifically expressing the receptors), etc. In another embodiment, nucleic 
acid-ligand complexes can be formed in which the ligand comprises a fusogenic viral 
peptide to disrupt endosomes, allowing the nucleic acid to avoid lysosomal 
degradation. In yet another embodiment, the nucleic acid can be targeted in vivo for 
cell specific uptake and expression, by targeting a specific receptor (see, e.g., PCT 
Publications WO 92/06180; WO 92/22635; WO92/20316; W093/14188, WO 
93/20221). Alternatively, the nucleic acid can be introduced intracellularly and 
incorporated within host cell DNA for expression, by homologous recombination 
(Koller and Smithies, Proc. Natl. Acad. Sci. USA 86:8932-8935 (1989); Zijlstra et al.. 
Nature 342:435-438 (1989)). 

In a specific embodiment, viral vectors that contains nucleic acid sequences 
encoding an antibody of the invention are used. For example, a retroviral vector can 
be used (see Miller et al., Meth. Enzymol. 217:581-599 (1993)). These retroviral 
vectors contain the components necessary for the correct packaging of the viral 
genome and integration into the host cell DNA. The nucleic acid sequences encoding 
the antibody to be used in gene therapy are cloned into one or more vectors, which 
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facilitates delivery of the gene into a patient. More detail about retroviral vectors can 
be found in Boesen et al., Biotherapy 6:291-302 (1994), which describes the use of a 
retroviral vector to deliver the mdrl gene to hematopoietic stem cells in order to 
make the stem cells more resistant to chemotherapy. Other references illustrating the 

5 use of retroviral vectors in gene therapy are: Clowes et al. t J. Clin. Invest 93:644- 
651 (1994); Kiem et al., Blood 83:1467-1473 (1994); Salmons and Gunzberg, Human 
Gene Therapy 4:129-141 (1993); and Grossman and Wilson, Curr. Opin. in Genetics 
and Devel. 3:110-114(1993). 

Adenoviruses are other viral vectors that can be used in gene therapy. 

10 Adenoviruses are especially attractive vehicles for delivering genes to respiratory 
epithelia. Adenoviruses naturally infect respiratory epithelia where they cause a mild 
disease. Other targets for adenovirus-based delivery systems are liver, the central 
nervous system, endothelial cells, and muscle. Adenoviruses have the advantage of 
being capable of infecting non-dividing cells. Kozarsky and Wilson, Current 

15 Opinion in Genetics and Development 3:499-503 (1993) present a review of 

adenovirus-based gene therapy. Boutet al., Human Gene Therapy 5:3-10(1994) 
demonstrated the use of adenovirus vectors to transfer genes to the respiratory 
epithelia of rhesus monkeys. Other instances of the use of adenoviruses in gene 
therapy can be found in Rosenfeld et al., Science 252:431-434 (1991); Rosenfeld et 

20 al., Cell 68:143- 155 (1992); Mastrangeli et al., J. Clin. Invest. 91:225-234 (1993); 

PCT Publication W094/12649; and Wang, et al., Gene Therapy 2:775-783 (1995). In 
a preferred embodiment, adenovirus vectors are used. 

Adeno-associated virus (AAV) has also been proposed for use in gene therapy 
(Walsh et al., Proc. Soc. Exp. Biol. Med. 204:289-300 (1993); U.S. Patent No. 

25 5,436,146). 
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Another approach to gene therapy involves transferring a gene to cells in 
tissue culture by such methods as electroporation, lipofection, calcium phosphate 
mediated transfection, or viral infection. Usually, the method of transfer includes the 
transfer of a selectable marker to the cells. The cells are then placed under selection 

5 to isolate those cells that have taken up and are expressing the transferred gene. 
Those cells are then delivered to a patient. 

In this embodiment, the nucleic acid is introduced into a cell prior to 
administration in vivo of the resulting recombinant cell. Such introduction can be 
carried out by any method known in the art, including but not limited to transfection, 

10 electroporation, microinjection, infection with a viral or bacteriophage vector 
containing the nucleic acid sequences, cell fusion, chromosome-mediated gene 
transfer, microcell-mediated gene transfer, spheroplast fusion, etc. Numerous 
techniques are known in the art for the introduction of foreign genes into cells (see, 
e.g., Loeffler and Behr, Meth. Enzymol. 217:599-618 (1993); Cohen et al., Meth. 

15 Enzymol. 217:618-644(1993); Cline, Pharmac. Ther. 29:69-92m (1985) and may be 
used in accordance with the present invention, provided that the necessary 
developmental and physiological functions of the recipient cells are not disrupted. 
The technique should provide for the stable transfer of the nucleic acid to the cell, so 
that the nucleic acid is expressible by the cell and preferably heritable and 

20 expressible by its cell progeny. 

The resulting recombinant cells can be delivered to a patient by various 
methods known in the art. Recombinant blood cells (e.g., hematopoietic stem or 
progenitor cells) are preferably administered intravenously. The amount of cells 
envisioned for use depends on the desired effect, patient state, etc., and can be 

25 determined by one skilled in the art. 
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Cells into which a nucleic acid can be introduced for purposes of gene therapy 
encompass any desired, available cell type, and include but are not limited to 
epithelial cells, endothelial cells, keratinocytes, fibroblasts, muscle cells, hepatocytes; 
blood cells such as Tlymphocytes, Blymphocytes, monocytes, macrophages, 
5 neutrophils, eosinophils, megakaryocytes, granulocytes; various stem or progenitor 
cells, in particular hematopoietic stem or progenitor cells, e.g., as obtained from bone 
marrow, umbilical cord blood, peripheral blood, fetal liver, etc. 

In a preferred embodiment, the cell used for gene therapy is autologous to the 

patient. 

10 In an embodiment in which recombinant cells are used in gene therapy, 

nuclejc acid sequences encoding an antibody are introduced into the cells such that 
they are expressible by the cells or their progeny, and the recombinant cells are then 
administered in vivo for therapeutic effect. In a specific embodiment, stem or 
progenitor cells are used. Any stem and/or progenitor cells which can be isolated and 

15 maintained in vitro can potentially be used in accordance with this embodiment of 
the present invention (see e.g. PCT Publication WO 94/08598; Stemple and 
Anderson, Cell 71:973-985 (1992); Rheinwald, Meth. Cell Bio. 21A:229 (1980); and 
Pittelkow and Scott, Mayo Clinic Proc. 61:771 (1986)). 

In a specific embodiment, the nucleic acid to be introduced for purposes of 

20 gene therapy comprises an inducible promoter operably linked to the coding region, 
such that expression of the nucleic acid is controllable by controlling the presence or 
absence of the appropriate inducer of transcription. Demonstration of Therapeutic or 
Prophylactic Activity 

The compounds or pharmaceutical compositions of the invention are 

25 preferably tested in vitro, and then in vivo for the desired therapeutic or prophylactic* 
activity, prior to use in humans. For example, in vitro assays to demonstrate the 
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therapeutic or prophylactic utility of a compound or pharmaceutical composition 
include, the effect of a compound on a cell line ora patient tissue sample. The effect 
of the compound or composition on the cell line and/or tissue sample can be 
determined utilizing techniques known to those of skill in the art including, hut not 
limited to, rosette formation assays and cell lysis assays. In accordance with the. 
invention, in vitro assays which can be used to determine whether administration of a 
specific compound is indicated, include in vitro cell culture assays in which a patient 
tissue sample is grown in culture, and exposed to or otherwise administered a 
compound, and the effect of such compound upon the tissue sample is observed. 

Therapeutic/Prophylactic Administration and Composition 

The invention provides methods of treatment, inhibition and prophylaxis by 
administration to a subject of an effective amount of a compound or pharmaceutical 
composition of the invention, preferably an antibody of the invention. In a preferred 
aspect, the compound is substantially purified (e.g., substantially free from 
substances that limit its effect or produce undesired side-effects). The subject is 
preferably an animal, including but not limited to animals such as cows, pigs, horses, 
chickens, cats, dogs, etc., and is preferably a mammal, and most preferably human. 

Formulations and methods of administration that can be employed when the 
compound comprises a nucleic acid or an immunoglobulin are described above; 
additional appropriate formulations and routes of administration can be selected from 
among those described herein below. 

Various delivery systems are known and can be used to administer a 
compound of the invention, e.g., encapsulation in liposomes, microparticles, 
m.crocapsules, recombinant cells capable of expressing the compound, receptor- 
mediated endocytosis (see, e.g., Wu and Wu, J. Biol. Chem. 262:4429-4432 (1987)), 



WO 00/61628 



PCT/US00/09070 



140 

construction of a nucleic acid as part of a retroviral or other vector, etc. Methods of 
introduction include but are not limited to intradermal, intramuscular, intraperitoneal, 
intravenous, subcutaneous, intranasal, epidural, and oral routes. The compounds or 
compositions may be administered by any convenient route, for example by infusion 

5 or bolus injection, by absorption through epithelial or mucocutaneous linings (e.g., 
oral mucosa, rectal and intestinal mucosa, etc.) and may be administered together 
with other biologically active agents. Administration can be systemic or local. In 
addition, it may be desirable to introduce the pharmaceutical compounds or 
compositions of the invention into the central nervous system by any suitable route, 

10 including intraventricular and intrathecal injection; intraventricular injection may be 
facilitated by an intraventricular catheter, for example, attached to a reservoir, such 
as an Ommaya reservoir. Pulmonary administration can also be employed, e.g., by 
use of an inhaler or nebulizer, and formulation with an aerosolizing agent 

In a specific embodiment, it may be desirable to administer the pharmaceutical 

15 compounds or compositions of the invention locally to the area in need of treatment; 
this may be achieved by, for example, and not by way of limitation, local infusion 
during surgery, topical application, e.g., in conjunction with a wound dressing after 
surgery, by injection, by means of a catheter, by means of a suppository, or by means 
of an implant, said implant being of a porous, non-porous, or gelatinous material, 

20 including membranes, such as sialastic membranes, or Fibers. Preferably, when 

administering a protein, including an antibody, of the invention, care must be taken to 
use materials to which the protein does not absorb. 

In another embodiment, the compound or composition can be delivered in a 
vesicle, in particular a liposome (see Langer, Science 249:1527-1533 (1990); Treat et 

25 al., in Liposomes in the Therapy of Infectious Disease and Cancer, Lopez-Berestein 
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and Fidler (eds.), Liss, New York, pp. 353- 365 (1989); Lopez-Berestein, ibid., pp. 
3 17-327; see generally ibid.) 

In yet another embodiment, the compound or composition can be delivered in 
a controlled release system. In one embodiment, a pump mav be used fsee I ,noer 

v 0~*» 

supra; Sefton, CRC Crit. Ref. Biomed. Eng. 14:201 (1987); Buchwald et al.. Surgery 
88:507 (1980); Saudek et al., N. Engl. J. Med. 321:574 (1989)). In another 
embodiment, polymeric materials can be used (see Medical Applications of 
Controlled Release, Langerand Wise (eds.), CRC Pres., Boca Raton, Florida (1974); 
Controlled Drug Bioavailability, Drug Product Design and Performance, Smolen and 
Bali (eds.), Wiley, New York (1984); Ranger and Peppas, J., Macromol. Sci. Rev. 
Macromol. Chem. 23:61 (1983); see also Levy et al., Science 228:190 (1985); During 
etal., Ann. Neurol. 25:351 (1989); Howard etal., J.Neurosurg. 71:105(1989)). In yet 
another embodiment, a controlled release system can be placed in proximity of the 
therapeutic target, i.e., the brain, thus requiring only a fraction of the systemic dose 
(see, e.g., Goodson, in Medical Applications of Controlled Release, supra, vol. 2, pp. 
115-138(1984)). 

Other controlled release systems are discussed in the review by Langer 
(Science 249:1527-1533 (1990)). 

In a specific embodiment where the compound of the invention is a nucleic 
acid encoding a protein, the nucleic acid can be administered in vivo to promote 
expression of its encoded protein, by constructing it as part of an appropriate nucleic 
acid expression vector and administering it so that it becomes intracellular, e.g., by 
use of a retroviral vector (see U.S. Patent No. 4,980,286), or by direct injection, or by 
use of microparticle bombardment (e.g., a gene gun; Biolistic, Dupont), or coating 
with lipids or cell-surface receptors or transfecting agents, or by administering it in 
linkage to a homeobox- like peptide which is known to enter the nucleus (see e.g., 
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Joliot et ah, Proc. Natl. Acad. Sci. USA 88: 1864-1868 (1991)), etc. Alternatively, a 
nucleic acid can be introduced intracellularly and incorporated within host cell DNA 
for expression, by homologous recombination. 

The present invention also provides pharmaceutical compositions. Such 
5 compositions comprise a therapeutically effective amount of a compound, and a 
pharmaceutically acceptable carrier. In a specific embodiment, the term 
"pharmaceutically acceptable" means approved by a regulatory agency of the Federal 
or a state government or listed in the U.S. Pharmacopeia or other generally recognized 
pharmacopeia for use in animals, and more particularly in humans. The term 

10 "carrier" refers to a diluent, adjuvant, excipient, or vehicle with which the therapeutic 
is administered. Such pharmaceutical carriers can be sterile liquids, such as water 
and oils, including those of petroleum, animal, vegetable or synthetic origin, such as 
peanut oil, soybean oil, mineral oil, sesame oil and the like. Water is a preferred 
carrier when the pharmaceutical composition is administered intravenously. Saline 

15 solutions and aqueous dextrose and glycerol solutions can also be employed as liquid 
carriers, particularly for injectable solutions. Suitable pharmaceutical excipients 
include starch, glucose, lactose, sucrose, gelatin, malt, rice, flour, chalk, silica gel, 
sodium stearate, glycerol monostearate, talc, sodium chloride, dried skim milk, 
glycerol, propylene, glycol, water, ethanol and the like. The composition, if desired, 

20 can also contain minor amounts of wetting or emulsifying agents, or pH buffering 
agents. These compositions can take the form of solutions, suspensions, emulsion, 
tablets, pills, capsules, powders, sustained-release formulations and the like. The 
composition can be formulated as a suppository, with traditional binders and carriers 
such as triglycerides. Oral formulation can include standard carriers such as 

25 pharmaceutical grades of mannitol, lactose, starch, magnesium stearate, sodium 
saccharine, cellulose, magnesium carbonate, etc. Examples of suitable 
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pharmaceutical carriers are described in "Remington's Pharmaceutical Sciences" by 
E.W. Martin. Such compositions will contain a therapeutically effective amount of 
the compound, preferably in purified form, together with a suitable amount of carrier 
so as to provide the form for proper administration to the patient The formulation 

5 should suit the mode of administration. 

In a preferred embodiment, the composition is formulated in accordance with 
routine procedures as a pharmaceutical composition adapted for intravenous 
administration to human beings. Typically, compositions for intravenous 
administration are solutions in sterile isotonic aqueous buffer. Where necessary, the 

10 composition may also include a solubiiizing agent and a local anesthetic such as 
lignocaine to ease pain at the site of the injection. Generally, the ingredients are 
supplied either separately or mixed together in unit dosage form, for example, as a dry 
Iyophilized powder or water free concentrate in a hermetically sealed container such 
as an ampoule or sachette indicating the quantity of active agent. Where the 

15 composition is to be administered by infusion, it can be dispensed with an infusion 
bottle containing sterile pharmaceutical grade water or saline. Where the composition 
is administered by injection, an ampoule of sterile water for injection or saline can be 
provided so that the ingredients may be mixed prior to administration. 

The compounds of the invention can be formulated as neutral or salt forms. 

20 Pharmaceutical^ acceptable salts include those formed with anions such as those 
derived from hydrochloric, phosphoric, acetic, oxalic, tartaric acids, etc., and those 
formed with cations such as those derived from sodium, potassium, ammonium, 
calcium, ferric hydroxides, isopropylamine, triethylamine, 2-ethylamino ethanol, 
histidine, procaine, etc. 

25 The amount of the compound of the invention which will be effective in the 

treatment, inhibition and prevention of a disease or disorder associated with aberrant 
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expression and/or activity of a polypeptide of the invention can be determined by 
standard clinical techniques. In addition, in vitro assays may optionally be employed 
to help identify optimal dosage ranges. The precise dose to be employed in the 
formulation will also depend on the route of administration, and the seriousness of 

5 the disease or disorder, and should be decided according to the judgment of the . 
practitioner and each patient's circumstances. Effective doses may be extrapolated 
from dose-response curves derived from in vitro or animal model test systems. 

For antibodies, the dosage administered to a patient is typically 0. i mg/kg to 
100 mg/kg of the patient's body weight Preferably, the dosage administered to a 

10 patient is between 0.1 mg/kg and 20 mg/kg of the patient's body weight, more 
preferably 1 mg/kg to 10 mg/kg of the patient's body weight. Generally, human 
antibodies have a longer half-life within the human body than antibodies from other 
species due to the immune response to the foreign polypeptides. Thus, lower dosages 
of human antibodies and less frequent administration is often possible. Further, the 

15 dosage and frequency of administration of antibodies of the invention may be 
reduced by enhancing uptake and tissue penetration (e.g., into the brain) of the 
antibodies by modifications such as, for example, lipidation. 

The invention also provides a pharmaceutical pack or kit comprising one or 
more containers filled with one or more of the ingredients of the pharmaceutical 

20 compositions of the invention. Optionally associated with such containers) can be a 
notice in the form prescribed by a governmental agency regulating the manufacture, 
use or sale of pharmaceuticals or biological products, which notice reflects approval 
by the agency of manufacture, use or sale for human administration. Diagnosis and 
Imaging 

25 Labeled antibodies, and derivatives and analogs thereof, which specifically 

bind to a polypeptide of interest can be used for diagnostic purposes to detect, 
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diagnose, or monitor diseases, disorders, and/or conditions associated with the 
aberrant expression and/or activity of a polypeptide of the invention. The invention 
provides for the detection of aberrant expression of a polypeptide of interest, 
comprising (a) assaying the expression of the polypeptide of interest in cells or body 
5 fluid of an individual using one or more antibodies specific to the polypeptide interest 
and (b) comparing the level of gene expression with a standard gene expression level, 
whereby an increase or decrease in the assayed polypeptide gene expression level 
compared to the standard expression level is indicative of aberrant expression. 
The invention provides a diagnostic assay for diagnosing a disorder, 

10 comprising (a) assaying the expression of the polypeptide of interest in cells or body 
fluid of an individual using one or more antibodies specific to the polypeptide interest 
and (b) comparing the level of gene expression with a standard gene expression level, 
whereby an increase or decrease in the assayed polypeptide gene expression level 
compared to the standard expression level is indicative of a particular disorder. With 

15 respect to cancer, the presence of a relatively high amount of transcript in biopsied 
tissue from an individual may indicate a predisposition for the development of the 
disease, or may provide a means for detecting the disease prior to the appearance of 
actual clinical symptoms. A more definitive diagnosis of this type may allow health 
professionals to employ preventative measures or aggressive treatment earlier 

20 thereby preventing the development or further progression of the cancer. 

Antibodies of the invention can be used to assay protein levels in a biological 
sample using classical immunohistological methods known to those of skill in the art 
(e.g., see Jalkanen, et al., J. Cell. Biol. 101:976-985 (1985); Jalkanen, et al., J. Cell . 
Biol. 105:3087-3096 (1987)). Other antibody-based methods useful for detecting 

25 protein gene expression include immunoassays, such as the enzyme linked 

immunosorbent assay (ELISA) and the radioimmunoassay (RIA). Suitable antibody 
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assay labels are known in the art and include enzyme labels, such as, glucose oxidase; 
radioisotopes, such as iodine (1251, 1211), carbon (14C), sulfur (35S), tritium (3H), 
indium (1 12In), and technetium (99Tc); luminescent labels, such as luminol; and 
fluorescent labels, such as fluorescein and rhodamine, and biotin. 

5 One aspect of the invention is the detection and diagnosis of a disease or . 

disorder associated with aberrant expression of a polypeptide of interest in an animal, 
preferably a mammal and most preferably a human. In one embodiment, diagnosis 
comprises: a) administering (for example, parenterally, subcutaneously, or 
intraperitoneally) to a subject an effective amount of a labeled molecule which 

10 specifically binds to the polypeptide of interest; b) waiting for a time interval 
following the administering for permitting the labeled molecule to preferentially 
concentrate at sites in the subject where the polypeptide is expressed (and for 
unbound labeled molecule to be cleared to background level); c) determining 
background level; and d) detecting the labeled molecule in the subject, such that 

15 detection of labeled molecule above the background level indicates that the subject 
has a particular disease or disorder associated with aberrant expression of the 
polypeptide of interest. Background level can be determined by various methods 
including, comparing the amount of labeled molecule detected to a standard value 
previously determined for a particular system. 

20 It will be understood in the art that the size of the subject and the imaging 

system used will determine the quantity of imaging moiety needed to produce 
diagnostic images. In the case of a radioisotope moiety, for a human subject, the 
quantity of radioactivity injected will normally range from about 5 to 20 millicuries of 
99mTc. The labeled antibody or antibody fragment will then preferentially 

25 accumulate at the location of cells which contain the specific protein. In vivo tumor 
imaging is described in S.W. Burchiel et al., "Immunopharmacokinetics of 
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Radiolabeled Antibodies and Their Fragments." (Chapter 13 in Tumor Imaging: 
The Radiochemical Detection of Cancer, S.W. Burchiel and B. A. Rhodes, eds., 
Masson Publishing Inc. (1982). 

Depending on several variables, including the type of label used and the mode 
of administration, the time interval following the administration for permitting the 
labeled molecule to preferentially concentrate at sites in the subject and for unbound 
labeled molecule to be cleared to background level is 6 to 48 hours or 6 to 24 hours or 
6 to 12 hours. In another embodiment the time interval following administration is 5 
to 20 days or 5 to 10 days. 

In an embodiment, monitoring of the disease or disorder is carried out by 
repeating the method for diagnosing the disease or disease, for example, one month 
after initial diagnosis, six months after initial diagnosis, one year after initial 
diagnosis, etc. 

Presence of the labeled molecule can be detected in the patient using methods 
known in the art for in vivo scanning. These methods depend upon the type of label 
used. Skilled artisans will be able to determine the appropriate method for detecting a 
particular label. Methods and devices that may be used in the diagnostic methods of 
the invention include, but are not limited to, computed tomography (CT), whole body 
scan such as position emission tomography (PET), magnetic resonance imaging 
(MRI), and sonography. 

In a specific embodiment, the molecule is labeled with a radioisotope and is 
detected in the patient using a radiation responsive surgical instrument (Thurston et 
al., U.S. Patent No. 5,441,050). In another embodiment, the molecule is labeled with 
a fluorescent compound and is detected in the patient using a fluorescence responsive 
scanning instrument. In another embodiment, the molecule is labeled with a positron 
emitting metal and is detected in the patent using positron emission-tomography. In 
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yet another embodiment, the molecule is labeled with a paramagnetic label and is 
detected in a patient using magnetic resonance imaging (MR1). Kits 

The present invention provides kits that can be used in the above methods. In 
one embodiment, a kit comprises an antibody of the invention, preferably a purified 

5 antibody, in one or more containers. In a specific embodiment, the kits of the present 
invention contain a substantially isolated polypeptide comprising an epitope which is 
specifically immunoreactive with an antibody included in the kit. Preferably, the kits 
of the present invention further comprise a control antibody which does not react with 
the polypeptide of interest. In another specific embodiment, the kits of the present 

10 invention contain a means for detecting the binding of an antibody to a polypeptide of 
interest (e.g., the antibody may be conjugated to a detectable substrate such as a 
fluorescent compound, an enzymatic substrate, a radioactive compound or a 
luminescent compound, or a second antibody which recognizes the first antibody may 
be conjugated to a detectable substrate). 

15 In another specific embodiment of the present invention, the kit is a diagnostic 

kit for use in screening serum containing antibodies specific against proliferative 
and/or cancerous polynucleotides and polypeptides. Such a kit may include a control 
antibody that does not react with the polypeptide of interest Such a kit may include a 
substantially isolated polypeptide antigen comprising an epitope which is specifically 

20 immunoreactive with at least one anti-polypeptide antigen antibody. Further, such a 
kit includes means for detecting the binding of said antibody to the antigen (e.g., the 
antibody may be conjugated to a fluorescent compound such as fluorescein or 
rhodamine which can be detected by flow cytometry). In specific embodiments, the 
kit may include a recombinantly produced or chemically synthesized polypeptide 

25 antigen. The polypeptide antigen of the kit may also be attached to a solid support. 
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In a more specific embodiment the detecting means of the above-described kit 
includes a solid support to which said polypeptide antigen is attached. Such a kit may 
also include a non-attached reporter-labeled anti-human antibody. In this 
embodiment, binding of the antibody to the polypeptide antigen can be detected by 
binding of the said reporter-labeled antibody. 

In an additional embodiment, the invention includes a diagnostic kit for use in 
screening serum containing antigens of the polypeptide of the invention. The 
diagnostic kit includes a substantially isolated antibody specifically immunoreactive 
with polypeptide or polynucleotide antigens, and means for detecting the binding of 
the polynucleotide or polypeptide antigen to the antibody. In one embodiment, the 
antibody is attached to a solid support. In a specific embodiment, the antibody may be 
a monoclonal antibody. The detecting means of the kit may include a second, labeled 
monoclonal antibody. Alternatively, or in addition, the detecting means may include 
a labeled, competing antigen. 

In one diagnostic configuration, test serum is reacted with a solid phase 
reagent having a surface-bound antigen obtained by the methods of the present 
invention. After binding with specific antigen antibody to the reagent and removing 
unbound serum components by washing, the reagent is reacted with reporter-labeled 
anti-human antibody to bind reporter to the reagent in proportion to the amount of 
bound anti-antigen antibody on the solid support. The reagent is again washed to 
remove unbound labeled antibody, and the amount of reporter associated with the 
reagent is determined. Typically, the reporter is an enzyme which is detected by 
incubating the solid phase in the presence of a suitable fluorometric, luminescent or 
colorimetric substrate (Sigma, St Louis, MO). 

The solid surface reagent in the above assay is prepared by known techniques 
for attaching protein material to solid support material, such as polymeric beads, dip 
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sticks, 96-weIl plate or filter material. These attachment methods generally include 
non-specific adsorption of the protein to the support or covalent attachment of the 
protein, typically through a free amine group, to a chemically reactive group on the 
solid support, such as an activated carboxyl, hydroxyl, or aldehyde group. 
5 Alternatively, streptavidin coated plates can be used in conjunction with biotinylated 
antigen(s). 

Thus, the invention provides an assay system or kit for carrying out this 
diagnostic method. The kit generally includes a support with surface- bound 
recombinant antigens, and a reporter-labeled anti-human antibody for detecting 
10 surface-bound anti-antigen antibody. 



Fusion Proteins 

Any polypeptide of the present invention can be used to generate fusion 
15 proteins. For example, the polypeptide of the present invention, when fused to a 
second protein, can be used as an antigenic tag. Antibodies raised against the 
polypeptide of the present invention can be used to indirectly detect the second 
protein by binding to the polypeptide. Moreover, because secreted proteins target 
cellular locations based on trafficking signals, the polypeptides of the present 
20 invention can be used as targeting molecules once fused to other proteins. 

Examples of domains that can be fused to polypeptides of the present 
invention include not only heterologous signal sequences, but also other heterologous 
functional regions. The fusion does not necessarily need to be direct, but may occur 
through linker sequences. 
25 Moreover, fusion proteins may also be engineered to improve characteristics 

of the polypeptide of the present invention. For instance, a region of additional amino 
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acids, particularly charged amino acids, may be added to the N-terminus of the 
polypeptide to improve stability and persistence during purification from the host cell 
or subsequent handling and storage. Also, peptide moieties may be added to the 
polypeptide to facilitate purification. Such regions may be removed prior to final 
5 preparation of the polypeptide. The addition of peptide moieties to facilitate handling 
of polypeptides are familiar and routine techniques in the art. 

Moreover, polypeptides of the present invention, including fragments, and 
specifically epitopes, can be combined with parts of the constant domain of 
immunoglobulins (IgA, IgE, IgG, IgM) or portions thereof (CHI, CH2, CH3, and any 

10 combination thereof, including both entire domains and portions thereof), resulting in 
chimeric polypeptides. These fusion proteins facilitate purification and show an 
increased half-life in vivo. One reported example describes chimeric proteins 
consisting of the first two domains of the human CD4-polypeptide and various 
domains of the constant regions of the heavy or light chains of mammalian 

15 immunoglobulins. (EP A 394,827; Traunecker et al., Nature 331:84-86 (1988).) 

Fusion proteins having disulfide-linked dimeric structures (due to the IgG) can also be 
more efficient in binding and neutralizing other molecules, than the monomeric 
secreted protein or protein fragment alone. (Fountoulakis et al., J. Biochem. 
270:3958-3964(1995).) 

20 Similarly, EP-A-O 464 533 (Canadian counterpart 2045869) discloses fusion 

proteins comprising various portions of constant region of immunoglobulin molecules 
together with another human protein or part thereof. In many cases, the Fc part in a 
fusion protein is beneficial in therapy and diagnosis, and thus can result in, for 
example, improved pharmacokinetic properties. (EP-A 0232 262.) Alternatively, 

25 deleting the Fc part after the fusion protein has been expressed, detected, and purified, 
would be desired. For example, the Fc portion may hinder therapy and diagnosis if 
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the fusion protein is used as an antigen for immunizations. In drug discovery, for 
example, human proteins, such as hIL-5, have been fused with Fc portions for the 
purpose of high-throughput screening assays to identify antagonists of hIL-5. (See, 
D. Bennett et al., J. Molecular Recognition 8:52-58 (1995); K. Johanson et al., J. Biol. 

5 Chem. 270:9459-947 1 (1995).) 

Moreover, the polypeptides of the present invention can be fused to marker 
sequences, such as a peptide which facilitates purification of the fused polypeptide. 
In preferred embodiments, the marker amino acid sequence is a hexa-histidine 
peptide, such as the tag provided in a pQE vector (QIAGEN, Inc., 9259 Eton Avenue, 

10 Chatsworth, CA, 91311), among others, many of which are commercially available. 
As described in Gentz et al., Proc. Natl. Acad. Sci. USA 86:821-824 (1989), for 
instance, hexa-histidine provides for convenient purification of the fusion protein. 
Another peptide tag useful for purification, the W HA" tag, corresponds to an epitope 
derived from the influenza hemagglutinin protein. (Wilson et al., Cell 37:767 

15 (1984).) 

Thus, any of these above fusions can be engineered using the polynucleotides 
or the polypeptides of the present invention. 

Vectors, Host CgBs> and Protein Protection 

20 The present invention also relates to vectors containing the polynucleotide of 

the present invention, host cells, and the production of polypeptides by recombinant 
techniques. The vector may be, for example, a phage, plasmid, viral, or retroviral 
vector. Retroviral vectors may be replication competent or replication defective. In 
the latter case, viral propagation generally will occur only in complementing host 

25 cells. 
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The polynucleotides may be joined to a vector containing a selectable marker 
for propagation in a host. Generally, a plasmid vector is introduced in a precipitate, 
such as a calcium phosphate precipitate, or in a complex with a charged lipid. If the 
vector is a virus, it may be packaged in vitro using an appropriate packaging cell line 
and then transduced into host cells. 

The polynucleotide insert should be operativeiy linked to an appropriate 
promoter, such as the phage lambda PL promoter, the E. coli lac, trp, phoA and tac 
promoters, the SV40 early and late promoters and promoters of retroviral LTRs, to 
name a few. Other suitable promoters will be known to the skilled artisan. The 
expression constructs will further contain sites for transcription initiation, termination, 
and, in the transcribed region, a ribosome binding site for translation. The coding 
portion of the transcripts expressed by the constructs will preferably include a 
translation initiating codon at the beginning and a termination codon (UAA, UGA or 
UAG) appropriately positioned at the end of the polypeptide to be translated. 

As indicated, the expression vectors will preferably include at least one 
selectable marker. Such markers include dihydrofolate reductase, G418 or neomycin 
resistance for eukaryotic cell culture and tetracycline, kanamycin or ampicillin 
resistance genes for culturing in E. coli and other bacteria. Representative examples 
of appropriate hosts include, but are not limited to, bacterial cells, such as E coli, 
Streptomyces and Salmonella typhimurium cells; fungal cells, such as yeast cells 
(e.g., Saccharomyces cerevisiae or Pichia pastoris (ATCC Accession No. 201 178)); 
insect cells such as Drosophila S2 and Spodoptera Sf9 cells; animal cells such as 
CHO, COS, 293, and Bowes melanoma cells; and plant cells. Appropriate culture 
mediums and conditions for the above-described host cells are known in the art. 

Among vectors preferred for use in bacteria include pQE70, pQE60 and pQE- 
9, available from Q1AGEN, Inc.; pBluescript vectors, Phagescript vectors, pNH8A, 
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pNH16a, pNH18A, pNH46A, available from Stratagene Cloning Systems, Inc.; and 
ptrc99a, pKK223-3, pKK233-3, pDR540, pRIT5 available from Pharmacia Biotech, 
Inc. Among preferred eukaryotic vectors are pWLNEO, pSV2CAT, pOG44, pXTl 
and pSG available from Stratagene; and pSVK3 t pBPV, pMSG and pSVL available 
5 from Pharmacia. Preferred expression vectors for use in yeast systems include, but are 
not limited to pYES2, pYDl, pTEFl/Zeo, pYES2/GS,pPICZ,pGAPZ, pGAPZalph, 
pPIC9, pPIC3.5, pHIL-D2, pHIL-Sl, pPIC3.5K, pPIC9K, and PA0815 (all available 
from Invitrogen, Carl bad, CA). Other suitable vectors will be readily apparent to the 
skilled artisan. 

10 Introduction of the construct into the host cell can be effected by calcium 

phosphate transfection, DEAE-dextran mediated transfection, cationic lipid-mediated 
transfection, electroporation, transduction, infection, or other methods. Such methods 
are described in many standard laboratory manuals, such as Davis et al., Basic 
Methods In Molecular Biology (1986). It is specifically contemplated that the 

15 polypeptides of the present invention may in fact be expressed by a host cell lacking a 
recombinant vector. 

A polypeptide of this invention can be recovered and purified from 
recombinant cell cultures by well-known methods including ammonium sulfate or 
ethanol precipitation, acid extraction, anion or cation exchange chromatography, 

20 phosphocellulose chromatography, hydrophobic interaction chromatography, affinity 
chromatography, hydroxylapatite chromatography and lectin chromatography. Most 
preferably, high performance liquid chromatography ("HPLC") is employed for 
purification. 

Polypeptides of the present invention, and preferably the secreted form, can 
25 also be recovered from: products purified from natural sources, including bodily 
fluids, tissues and cells, whether directly isolated or cultured; products of chemical 
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synthetic procedures; and products produced by recombinant techniques from a 
prokaryotic or eukaryotic host, including, for example, bacterial, yeast, higher plant, 
insect, and mammalian cells. Depending upon the host employed in a recombinant 

production procedure, the polvDeDtides of the 

' * * i ....W..UW., ma; giycusyiciteu 

5 or may be non-glycosylated. In addition, polypeptides of the invention may also 
include an initial modified methionine residue, in some cases as a result of host- 
mediated processes. Thus, it is well known in the art that the N-terminal methionine 
encoded by the translation initiation codon generally is removed with high efficiency 
from any protein after translation in all eukaryotic cells. While the N-terminal 
0 methionine on most proteins also is efficiently removed in most prokaryotes, for some 
proteins, this prokaryotic removal process is inefficient, depending on the nature of 
the amino acid to which the N-terminal methionine is covalently linked. 

In one embodiment, the yeast Pichia pastoris is used to express the 
polypeptide of the present invention in a eukaryotic system. Pichia pastoris is a 
; methylotrophic yeast which can metabolize methanol as its sole carbon source. A 
main step in the methanol metabolization pathway is the oxidation of methanol to 
formaldehyde using 0 2 . This reaction is catalyzed by the enzyme alcohol oxidase. In 
order to metabolize methanol as its sole carbon source. Pichia pastoris must generate 
high levels of alcohol oxidase due, in part, to the relatively low affinity of alcohol 
oxidase for 0 2 . Consequently, in a growth medium depending on methanol as a main 
carbon source, the promoter region of one of the two alcohol oxidase genes (AOX1) is 
highly active. In the presence of methanol, alcohol oxidase produced from the AOXl 
gene comprises up to approximately 30% of the total soluble protein in Pichia 
pastoris. See, Ellis, S.B., et al, Mol. Cell. Biol. 5:1 1 1 1-21 (1985); Koutz, P.J, et al.. 
Yeast 5: 167-77 (1989); Tschopp, J.F., et al., Nucl. Acids Res. 15:3859-76 (1987). 
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Thus, a heterologous coding sequence, such as, for example, a polynucleotide of the 
present invention, under the transcriptional regulation of all or part of the AOX1 
regulatory sequence is expressed at exceptionally high levels in Pichia yeast grown in 
the presence of methanol. 

5 In one example, the plasmid vector pPIC9K is used to express DNA encoding 

a polypeptide of the invention, as set forth herein, in a Pichea yeast system essentially 
as described in "Pichia Protocols: Methods in Molecular Biology," D.R. Higgins and 
J. Cregg, eds. The Humana Press, Totowa, NJ f 1998. This expression vector allows 
expression and secretion of a protein of the invention by virtue of the strong AOX1 

10 promoter linked to the Pichia pastoris alkaline phosphatase (PHO) secretory signal 
peptide (i.e., leader) located upstream of a multiple cloning site. 

Many other yeast vectors could be used in place of pPIC9K, such as, pYES2, 
pYDl, pTEFl/Zeo, pYES2/GS, pPICZ, pGAPZ, pGAPZalpha, pPIC9, pPlC3.5, 
pHIL-D2, pHIL-Sl, pPIC3.5K, and PA0815, as one skilled in the art would readily 

15 appreciate, as long as the proposed expression construct provides appropriately 
located signals for transcription, translation, secretion (if desired), and the like, 
including an in-frame AUG as required. 

In another embodiment, high-level expression of a heterologous coding 
sequence, such as, for example, a polynucleotide of the present invention, may be 

20 achieved by cloning the heterologous polynucleotide of the invention into an 

expression vector such as, for example, pGAPZ or pGAPZalpha, and growing the 
yeast culture in the absence of methanol. 

In addition to encompassing host cells containing the vector constructs 
discussed herein, the invention also encompasses primary, secondary, and 

25 immortalized host cells of vertebrate origin, particularly mammalian origin, that have 
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been engineered to delete or replace endogenous genetic material (e.g., coding 
sequence), and/or to include genetic material (e.g., heterologous polynucleotide 
sequences) that is operably associated with the polynucleotides of the invention, and 
which activates, alters, and/or amplifies endogenous polynucleotides. For example, 

5 techniques known in the art may be used to operably associate heterologous control 
regions (e.g., promoter and/or enhancer) and endogenous polynucleotide sequences 
via homologous recombination, resulting in the formation of a new transcription unit 
(see, e.g., U.S. Patent No. 5,641,670, issued June 24, 1997; U.S. Patent No. 
5,733,761, issued March 31, 1998; International Publication No. WO 96/2941 1, 

10 published September 26, 1996; International Publication No. WO 94/12650, 

published August 4, 1994; Roller et al., Proc. Natl. Acad. Sci. USA 86:8932-8935 
(1989); and Zijlstra et al., Nature 342:435-438 (1989), the disclosures of each of 
which are incorporated by reference in their entireties). 

In addition, polypeptides of the invention can be chemically synthesized using 

15 techniques known in the art (e.g., see Creighton, 1983, Proteins: Structures and 
Molecular Principles, W.H. Freeman & Co., N.Y., and Hunkapiller et al., Nature, 
310:105-1 1 1 (1984)). For example, a polypeptide corresponding to a fragment of a 
polypeptide sequence of the invention can be synthesized by use of a peptide 
synthesizer. Furthermore, if desired, nonclassical amino acids or chemical amino acid 

20 analogs can be introduced as a substitution or addition into the polypeptide sequence. 
Non-classical amino acids include, but are not limited to, to the D-isomers of the 
common amino acids, 2,4-diaminobutyric acid, a-amino isobutyric acid, 4- 
aminobutyric acid, Abu, 2-amino butyric acid, g-Abu, e-Ahx, 6-amino hexanoic acid, 
Aib, 2-amino isobutyric acid, 3-amino propionic acid, ornithine, norleucine, 

25 norvaline, hydroxyproline, sarcosine, citrulline, homocitrulline, cysteic acid, t- 

butylglycine, t-butylalanine, phenylglycine, cyclohexylalanine, b-alanine, fluoro- 
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amino acids, designer amino acids such as b-methyl amino acids, Ca-methyl amino 
acids, Na-methyl amino acids, and amino acid analogs in general. Furthermore, the 
amino acid can be D (dextrorotaiy) or L (levorotary). 

The invention encompasses polypeptides which are differentially modified 

5 during or after translation, e.g., by glycosylation, acetylation, phosphorylation, . 
amidation, derivatization by known protecting/blocking groups, proteolytic cleavage, 
linkage to an antibody molecule or other cellular ligand, etc. Any of numerous 
chemical modifications may be carried out by known techniques, including but not 
limited, to specific chemical cleavage by cyanogen bromide, trypsin, chymotrypsin, 

10 papain, V8 protease, NaBH 4 ; acetylation, formylation, oxidation, reduction; metabolic 
synthesis in the presence of tunicamycin; etc. 

Additional post-translational modifications encompassed by the invention 
include, for example, e.g., N-linked or O-linked carbohydrate chains, processing of 
N-terminal or C-terminal ends), attachment of chemical moieties to the amino acid 

15 backbone, chemical modifications of N-linked or O-linked carbohydrate chains, and 
addition or deletion of an N-terminal methionine residue as a result of procaryotic 
host cell expression. The polypeptides may also be modified with a detectable label, 
such as an enzymatic, fluorescent, isotopic or affinity label to allow for detection and 
isolation of the protein. 

20 Also provided by the invention are chemically modified derivatives of the 

polypeptides of the invention which may provide additional advantages such as 
increased solubility, stability and circulating time of the polypeptide, or decreased 
immunogenicity (see U.S. Patent NO: 4,179,337). The chemical moieties for 
derivitization may be selected from water soluble polymers such as polyethylene 

25 glycol, ethylene glycol/propylene glycol copolymers, carboxymethylcellulose, 

dextran, polyvinyl alcohol and the like. The polypeptides may be modified at random 
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positions within the molecule, or at predetermined positions within the molecule and 
may include one, two, three or more attached chemical moieties. 

The polymer may be of any molecular weight, and may be branched or 
unbranched. For polyethylene glycol, the preferred molecular weight is between 
5 about 1 kDa and about 100 kDa (the term "about" indicating that in preparations of 
polyethylene glycol, some molecules will weigh more, some less, than the stated 
molecular weight) for ease in handling and manufacturing. Other sizes may be used, 
depending on the desired therapeutic profile (e.g., the duration of sustained release 
desired, the effects, if any on biological activity, the ease in handling, the degree or 

10 lack of antigenicity and other known effects of the polyethylene glycol to a 
therapeutic protein or analog). 

The polyethylene glycol molecules (or other chemical moieties) should be 
attached to the protein with consideration of effects on functional or antigenic 
domains of the protein. There are a number of attachment methods available to those 

15 skilled in the art, e.g., EP 0 401 384, herein incorporated by reference (coupling PEG 
to G-CSF), see also Malik et at., Exp. Hematoi. 20:1028-1035 (1992) (reporting 
pegylation of GM-CSF using tresyl chloride). For example, polyethylene glycol may 
be covalently bound through amino acid residues via a reactive group, such as, a free 
amino or carboxyl group. Reactive groups are those to which an activated 

20 polyethylene glycol molecule may be bound. The amino acid residues having a free 
amino group may include lysine residues and the N-terminal amino acid residues; 
those having a free carboxyl group may include aspartic acid residues glutamic acid 
residues and the C-terminal amino acid residue. Sulfhydryl groups may also be used 
as a reactive group for attaching the polyethylene glycol molecules. Preferred for 

25 therapeutic purposes is attachment at an amino group, such as attachment at the 
N-terminus or lysine group. 
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One may specifically desire proteins chemically modified at the N-terminus. 
Using polyethylene glycol as an illustration of the present composition, one may 
select from a variety of polyethylene glycol molecules (by molecular weight, 
branching, etc.), the proportion of polyethylene glycol molecules to protein 

5 (polypeptide) molecules in the reaction mix, the type of pegylation reaction to be 
performed, and the method of obtaining the selected N-terminally pegylated protein. 
The method of obtaining the N-terminally pegylated preparation (i.e., separating this 
moiety from other monopegylated moieties if necessary) may be by purification of the 
N-terminally pegylated material from a population of pegylated protein molecules. 

10 Selective proteins chemically modified at the N-terminus modification may be 

accomplished by reductive alkylation which exploits differential reactivity of different 
types of primary amino groups (lysine versus the N-terminal) available for 
derivatization in a particular protein. Under the appropriate reaction conditions, 
substantially selective derivatization of the protein at the N-terminus with a carbonyl 

15 group containing polymer is achieved. 

The polypeptides of the invention may be in monomers or multimers (i.e., 
dimers, trimers, tetramers and higher multimers). Accordingly, the present invention 
relates to monomers and multimers of the polypeptides of the invention, their 
preparation, and compositions (preferably, Therapeutics) containing them. In specific 

20 embodiments, the polypeptides of the invention are monomers, dimers, trimers or 
tetramers. In additional embodiments, the multimers of the invention are at least 
dimers, at least trimers, or at least tetramers. 

Multimers encompassed by the invention may be homomers or heteromers. 
As used herein, the term homomer, refers to a multimer containing only polypeptides 

25 corresponding to the amino acid sequence of SEQ ID NO:Y or encoded by the cDNA 
contained in a deposited clone (including fragments, variants, splice variants, and 
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fusion proteins, corresponding to these polypeptides as described herein). These 
homomers may contain polypeptides having identical or different amino acid 
sequences. In a specific embodiment, a homomer of the invention is a multimer 
containing only polypeptides having an identical amino acid sequence. In another 
specific embodiment, a homomer of the invention is a multimer containing 
polypeptides having different amino acid sequences. In specific embodiments, the 
multimer of the invention is a homodimer (e.g., containing polypeptides having 
identical or different amino acid sequences) or a homotrimer (e.g., containing 
polypeptides having identical and/or different amino acid sequences). In additional 
embodiments, the homomeric multimer of the invention is at least a homodimer, at 
least a homotrimer, or at least a homotetramer. 

As used herein, the term heteromer refers to a multimer containing one or 
more heterologous polypeptides (i.e., polypeptides of different proteins) in addition to 
the polypeptides of the invention. In a specific embodiment, the multimer of the 
invention is a heterodimer, a heterotrimer, or a heterotetramer. In additional 
embodiments, the heteromeric multimer of the invention is at least a heterodimer, at 
least a heterotrimer, or at least a heterotetramer. 

Multimers of the invention may be the result of hydrophobic, hydrophilic, 
ionic and/or covalent associations and/or may be indirectly linked, by for example, 
liposome formation. Thus, in one embodiment, multimers of the invention, such as, 
for example, homodimers or homotrimers, are formed when polypeptides of the 
invention contact one another in solution. In another embodiment, heteromultimers of ■ 
the invention, such as, for example, heterotrimers or heterotetramers, are formed 
when polypeptides of the invention contact antibodies to the polypeptides of the 
invention (including antibodies to the heterologous polypeptide sequence in a fusion 
protein of the invention) in solution. In other embodiments, multimers of the 
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invention are formed by covalent associations with and/or between the polypeptides 
of the invention. Such covalent associations may involve one or more amino acid 
residues contained in the polypeptide sequence d e.g., that recited in the sequence 
listing, or contained in the polypeptide encoded by a deposited clone). In one 

5 instance, the covalent associations are cross-linking between cysteine residues located 
within the polypeptide sequences which interact in the native (i.e., naturally 
occurring) polypeptide. In another instance, the covalent associations are the 
consequence of chemical or recombinant manipulation. Alternatively, such covalent 
associations may involve one or more amino acid residues contained in the 

10 heterologous polypeptide sequence in a fusion protein of the invention. 

In one example, covalent associations are between the heterologous sequence 
contained in a fusion protein of the invention (see, e.g., US Patent Number 
5,478,925). In a specific example, the covalent associations are between the 
heterologous sequence contained in an Fc fusion protein of the invention (as 

15 described herein). In another specific example, covalent associations of fusion 
proteins of the invention are between heterologous polypeptide sequence from 
another protein that is capable of forming covalently associated multimers, such as for 
example, oseteoprotegerin (see, e.g., International Publication NO: WO 98/49305, the 
contents of which are herein incorporated by reference in its entirety). In another 

20 embodiment, two or more polypeptides of the invention are joined through peptide 
linkers. Examples include those peptide linkers described in U.S. Pat. No. 5,073,627 
(hereby incorporated by reference). Proteins comprising multiple polypeptides of the 
invention separated by peptide linkers may be produced using conventional 
recombinant DNA technology. 

25 Another method for preparing multimer polypeptides of the invention involves 

use of polypeptides of the invention fused to a leucine zipper or isoleucine zipper 
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polypeptide sequence. Leucine zipper and isoleucine zipper domains are polypeptides 
that promote multimerization of the proteins in which they are found. Leucine 
zippers were originally identified in several DNA-binding proteins (Landschulz et al., 
Science 240:1759, (1988)), and have since been found in a variety of different 

5 proteins. Among the known leucine zippers are naturally occurring peptides and 
derivatives thereof that dimerize or trimerize. Examples of leucine zipper domains 
suitable for producing soluble multimeric proteins of the invention are those described 
in PCT application WO 94/10308, hereby incorporated by reference. Recombinant 
fusion proteins comprising a polypeptide of the invention fused to a polypeptide 

10 sequence that dimerizes or trimerizes in solution are expressed in suitable host cells, 
and the resulting soluble multimeric fusion protein is recovered from the culture 
supernatant using techniques known in the art. 

Trimeric polypeptides of the invention may offer the advantage of enhanced 
biological activity. Preferred leucine zipper moieties and isoleucine moieties are 

15 those that preferentially form trimers. One example is a leucine zipper derived from 
lung surfactant protein D (SPD), as described in Hoppe et al. (FEBS Letters 344: 191 , 
(1994)) and in U.S. patent application Ser. No. 08/446,922, hereby incorporated by 
reference. Other peptides derived from naturally occurring trimeric proteins may be 
employed in preparing trimeric polypeptides of the invention. 

20 In another example, proteins of the invention are associated by interactions 

between Flag® polypeptide sequence contained in fusion proteins of the invention 
containing Flag® polypeptide seuqence. In a further embodiment, associations 
proteins of the invention are associated by interactions between heterologous 
polypeptide sequence contained in Flag® fusion proteins of the invention and anti- 

25 Flag® antibody. 
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The mul timers of the invention may be generated using chemical techniques 
known in the art. For example, polypeptides desired to be contained in the multimers 
of the invention may be chemically cross-linked using linker molecules and linker 
molecule length optimization techniques known in the art (see, e.g., US Patent 

5 Number 5,478,925, which is herein incorporated by reference in its entirety). 

Additionally, multimers of the invention may be generated using techniques known in 
the art to form one or more inter-molecule cross-links between the cysteine residues 
located within the sequence of the polypeptides desired to be contained in the 
multimer (see, e.g., US Patent Number 5,478,925, which is herein incorporated by 

10 reference in its entirety). Further, polypeptides of the invention may be routinely 
modified by the addition of cysteine or biotin to the C terminus or N-terminus of the 
polypeptide and techniques known in the art may be applied to generate multimers 
containing one or more of these modified polypeptides (see, e.g., US Patent Number 
5,478,925, which is herein incorporated by reference in its entirety). Additionally, 

15 techniques known in the art may be applied to generate liposomes containing the 

polypeptide components desired to be contained in the multimer of the invention (see, 
e.g., US Patent Number 5,478,925, which is herein incorporated by reference in its 
entirety). 

Alternatively, multimers of the invention may be generated using genetic 
20 engineering techniques known in the art. In one embodiment, polypeptides contained 
in multimers of the invention are produced recombinant^ using fusion protein 
technology described herein or otherwise known in the art (see, e.g., US Patent 
Number 5,478,925, which is herein incorporated by reference in its entirety). In a 
specific embodiment, polynucleotides coding for a homodimer of the invention are 
25 generated by ligating a polynucleotide sequence encoding a polypeptide of the 

invention to a sequence encoding a linker polypeptide and then further to a synthetic 
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polynucleotide encoding the translated product of the polypeptide in the reverse 
orientation from the original C-terminus to the N-terminus (lacking the leader 
sequence) (see, e.g., US Patent Number 5,478,925, which is herein incorporated by 

reference in its entiretvV In annth^r »mhoH!m» n i ,„ u: . . .. . 

^ ,- ... n.tuiiiuiiiam ictiuuques aescriDea 

herein or otherwise known in the art are applied to generate recombinant polypeptides 
of the invention which contain a transmembrane domain (or hyrophobic or signal 
peptide) and which can be incorporated by membrane reconstitution techniques into 
liposomes (see, e.g., US Patent Number 5,478,925, which is herein incorporated by 
reference in its entirety). 

Uses of t he Polvnnc lpnfiHpg 

Each of the polynucleotides identified herein can be used in numerous ways as 
reagents. The following description should be considered exemplary and utilizes 
known techniques. 

The polynucleotides of the present invention are useful for chromosome 
identification. There exists an ongoing need to identify new chromosome markers, 
since few chromosome marking reagents, based on actual sequence data (repeat 
polymorphisms), are presently available. Each polynucleotide of the present 
invention can be used as a chromosome marker. 

Briefly, sequences can be mapped to chromosomes by preparing PCR primers 
(preferably 15-25 bp) from the sequences shown in SEQ ID NO:X. Primers can be 
selected using computer analysis so that primers do not span more than one predicted 
exon in the genomic DNA. These primers are then used for PCR screening of 
somatic cell hybrids containing individual human chromosomes. Only those hybrids 
containing the human gene corresponding to the SEQ ID NO:X will yield an 
amplified fragment. 
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Similarly, somatic hybrids provide a rapid method of PCR mapping the 
polynucleotides to particular chromosomes. Three or more clones can be assigned per 
day using a single thermal cycler. Moreover, sublocalization of the polynucleotides 
can be achieved with panels of specific chromosome fragments. Other gene mapping 

5 strategies that can be used include in situ hybridization, prescreening with labeled 
flow-sorted chromosomes, and preselection by hybridization to construct 
chromosome specific-cDNA libraries. 

Precise chromosomal location of the polynucleotides can also be achieved 
using fluorescence in situ hybridization (FISH) of a metaphase chromosomal spread. 

10 This technique uses polynucleotides as short as 500 or 600 bases; however, 

polynucleotides 2,000-4,000 bp are preferred. For a review of this technique, see 
Verma et al., "Human Chromosomes: a Manual of Basic Techniques," Pergamon 
Press, New York (1988). 

For chromosome mapping, the polynucleotides can be used individually (to 

IS mark a single chromosome or a single site on that chromosome) or in panels (for 
marking multiple sites and/or multiple chromosomes). Preferred polynucleotides 
correspond to the noncoding regions of the cDNAs because the coding sequences are 
more likely conserved within gene families, thus increasing the chance of cross 
hybridization during chromosomal mapping. 

20 Once a polynucleotide has been mapped to a precise chromosomal location, 

the physical position of the polynucleotide can be used in linkage analysis. Linkage 
analysis establishes coinheritance between a chromosomal location and presentation 
of a particular disease. (Disease mapping data are found, for example, in V. 
McKusick, Mendel tan Inheritance in Man (available on line through Johns Hopkins 

25 University Welch Medical Library) .) Assuming 1 megabase mapping resolution and 
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one gene per 20 kb, a cDNA precisely localized to a chromosomal region associated 
with the disease could be one of 50-500 potential causative genes. 

Thus, once coinheritance is established, differences in the polynucleotide and 
the corresponding gene between affected and unaffected individuals can be examined. 
First, visible structural alterations in the chromosomes, such as deletions or 
translocations, are examined in chromosome spreads or by PCR. If no structural 
alterations exist, the presence of point mutations are ascertained. Mutations observed 
in some or all affected individuals, but not in normal individuals, indicates that the 
mutation may cause the disease. However, complete sequencing of the polypeptide 
and the corresponding gene from several normal individuals is required to distinguish 
the mutation from a polymorphism. If a new polymorphism is identified, this 
polymorphic polypeptide can be used for further linkage analysis. 

Furthermore, increased or decreased expression of the gene in affected 
individuals as compared to unaffected individuals can be assessed using 
polynucleotides of the present invention. Any of these alterations (altered expression, 
chromosomal rearrangement, or mutation) can be used as a diagnostic or prognostic 
marker. 

Thus, the invention also provides a diagnostic method useful during diagnosis 
of a disorder, involving measuring the expression level of polynucleotides of the 
present invention in cells or body fluid from an individual and comparing the 
measured gene expression level with a standard level of polynucleotide expression 
level, whereby an increase or decrease in the gene expression level compared to the 
standard is indicative of a disorder. 

In still another embodiment, the invention includes a kit for analyzing samples 
for the presence of proliferative and/or cancerous polynucleotides derived from a test 
subject. In a general embodiment, the kit includes at least one polynucleotide probe 
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containing a nucleotide sequence that will specifically hybridize with a 
polynucleotide of the present invention and a suitable container. In a specific 
embodiment, the kit includes two polynucleotide probes defining an internal region of 
the polynucleotide of the present invention, where each probe has one strand 

5 containing a 3 1 'mer-end internal to the region. In a further embodiment, the probes 
may be useful as primers for polymerase chain reaction amplification. 

Where a diagnosis of a disorder, has already been made according to 
conventional methods, the present invention is useful as a prognostic indicator, 
whereby patients exhibiting enhanced or depressed polynucleotide of the present 

10 invention expression will experience a worse clinical outcome relative to patients 
expressing the gene at a level nearer the standard level. 

By "measuring the expression level of polynucleotide of the present 
invention" is intended qualitatively or quantitatively measuring or estimating the level 
of the polypeptide of the present invention or the level of the mRNA encoding the 

15 polypeptide in a first biological sample either directly (e.g., by determining or 

estimating absolute protein level or mRNA level) or relatively (e.g., by comparing to 
the polypeptide level or mRNA level in a second biological sample). Preferably, the 
polypeptide level or mRNA level in the first biological sample is measured or 
estimated and compared to a standard polypeptide level or mRNA level, the standard 

20 being taken from a second biological sample obtained from an individual not having 
the disorder or being determined by averaging levels from a population of individuals 
not having a disorder. As will be appreciated in the art, once a standard polypeptide 
level or mRNA level is known, it can be used repeatedly as a standard for 
comparison. 

25 By "biological sample" is intended any biological sample obtained from an 

individual, body fluid, cell line, tissue culture, or other source which contains the 
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polypeptide of the present invention or mRNA. As indicated, biological samples 
include body fluids (such as semen, lymph, sera, plasma, urine, synovial fluid and 
spinal fluid) which contain the polypeptide of the present invention, and other tissue 
sources found to express the polypeptide of the present invention. Methods for 
5 obtaining tissue biopsies and body fluids from mammals are well known in the art. 
Where the biological sample is to include mRNA, a tissue biopsy is the preferred 
source. 

The method(s) provided above may preferrably be applied in a diagnostic 
method and/or kits in which polynucleotides and/or polypeptides are attached to a 

10 solid support. In one exemplary method, the support may be a "gene chip" or a 
"biological chip" as described in US Patents 5,837,832, 5,874,219, and 5,856,174. 
Further, such a gene chip with polynucleotides of the present invention attached may 
be used to identify polymorphisms between the polynucleotide sequences, with 
polynucleotides isolated from a test subject. The knowledge of such polymorphisms 

15 (i.e. their location, as well as, their existence) would be beneficial in identifying 

disease loci for many disorders, including cancerous diseases and conditions. Such a 
method is described in US Patents 5,858,659 and 5,856,104. The US Patents 
referenced supra are hereby incorporated by reference in their entirety herein. 

The present invention encompasses polynucleotides of the present invention 

20 that are chemically synthesized, or reproduced as peptide nucleic acids (PNA), or 
according to other methods known in the art. The use of PNAs would serve as the 
preferred form if the polynucleotides are incorporated onto a solid support, or gene 
chip. For the purposes of the present invention, a peptide nucleic acid (PNA) is a 
polyamide type of DNA analog and the monomeric units for adenine, guanine, 

25 thymine and cytosine are available commercially (Perceptive Biosystems). Certain 
components of DNA, such as phosphorus, phosphorus oxides, or deoxyribose 
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derivatives, are not present in PNAs. As disclosed by P. E. Nielsen, M Egholm, R. H. 
Berg and O. Buchardt, Science 254, 1497 (1991); and M. Egholm, O. Buchardt, 
L.Christensen, C. Behrens, S. M. Freier, D. A. Driver, R. H. Berg, S. K. Kim, B. 
Norden, and P. E. Nielsen, Nature 365, 666 (1993), PNAs bind specifically and 

5 tightly to complementary DNA strands and are not degraded by nucleases. In fact, 
PNA binds more strongly to DNA than DNA itself does. This is probably because 
there is no electrostatic repulsion between the two strands, and also the polyamide 
backbone is more flexible. Because of this, PNA/DNA duplexes bind under a wider 
range of stringency conditions than DNA/DNA duplexes, making it easier to perform 

10 multiplex hybridization. Smaller probes can be used than with DNA due to the strong 
binding. In addition, it is more likely that single base mismatches can be determined 
with PNA/DNA hybridization because a single mismatch in a PNA/DNA 15-mer 
lowers the melting point (T.sub.m) by 8°-20° C, vs. 4°-16° C for the DNA/DNA 15- 
mer duplex. Also, the absence of charge groups in PNA means that hybridization can 

15 be done at low ionic strengths and reduce possible interference by salt during the 
analysis. 

The present invention is useful for detecting cancer in mammals. In particular 
the invention is useful during diagnosis of pathological cell proliferative neoplasias 
which include, but are not limited to: acute myelogenous leukemias including acute 

20 monocytic leukemia, acute myeloblasts leukemia, acute promyelocytic leukemia, 
acute myelomonocytic leukemia, acute erythroleukemia, acute megakaryocyte 
leukemia, and acute undifferentiated leukemia, etc.; and chronic myelogenous 
leukemias including chronic myelomonocytic leukemia, chronic granulocytic 
leukemia, etc. Preferred mammals include monkeys, apes, cats, dogs, cows, pigs, 

25 horses, rabbits and humans. Particularly preferred are humans. 
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Pathological cell proliferative diseases, disorders, and/or conditions are often 
associated with inappropriate activation of proto-oncogenes. (Gelmann, E. P. et al., 
'The Etiology of Acute Leukemia: Molecular Genetics and Viral Oncology," in 
Neoplastic Diseases of the Blood, Vol 1., Wiernik, P. H. et al. eds., 161-182(1985)). 
5 Neoplasias are now believed to result from the qualitative alteration of a normal 
cellular gene product, or from the quantitative modification of gene expression by 
insertion into the chromosome of a viral sequence, by chromosomal translocation of a 
gene to a more actively transcribed region, or by some other mechanism. (Gelmann 
et al., supra) It is likely that mutated or altered expression of specific genes is 
10 involved in the pathogenesis of some leukemias, among other tissues and cell types. 
(Gelmann et al., supra) Indeed, the human counterparts of the oncogenes involved in 
some animal neoplasias have been amplified or translocated in some cases of human 
leukemia and carcinoma. (Gelmann et al., supra) 

For example, c-myc expression is highly amplified in the non-lymphocytic leukemia 
15 cell line HL-60. When HL-60 cells are chemically induced to stop proliferation, the 
level of c-myc is found to be downregulated. (International Publication Number WO 
91/15580) However, it has been shown that exposure of HL-60 cells to a DNA 
construct that is complementary to the 5' end of c-myc or c-myb blocks translation of 
the corresponding mRNAs which downregulates expression of the c-myc or c-myb 
20 proteins and causes arrest of cell proliferation and differentiation of the treated cells. 
(International Publication Number WO 91/15580; Wickstrom et al., Proc. Natl. Acad. 
Sci. 85:1028 (1988); Anfossi et al., Proc. Natl. Acad. Sci. 86:3379(1989)). However, 
the skilled artisan would appreciate the present invention's usefulness would not be 
limited to treatment of proliferative diseases, disorders, and/or conditions of 
25 hematopoietic cells and tissues, in light of the numerous cells and cell types of 
varying origins which are known to exhibit proliferative phenotypes. 
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In addition to the foregoing, a polynucleotide can be used to control gene 
expression through triple helix formation or antisense DNA or RNA. Antisense 
techniques are discussed, for example, in Okano, J. Neurochem. 56: 560 (1991); 
"Oligodeoxynucleotides as Antisense Inhibitors of Gene Expression.CRCPress, Boca 

5 Raton, FL (1988). Triple helix formation is discussed in, for instance Lee et a!., 

Nucleic Acids Research 6: 3073 (1979); Cooney et al., Science 241: 456 (1988); and 
Dervan et al., Science 251: 1360 (1991). Both methods rely on binding of the 
polynucleotide to a complementary DNA or RNA. For these techniques, preferred 
polynucleotides are usually oligonucleotides 20 to 40 bases in length and 

10 complementary to either the region of the gene involved in transcription (triple helix - 
see Lee et al., Nucl. Acids Res. 6:3073 (1979); Cooney et al., Science 241:456 
(1988); and Dervan et al., Science 251: 1360 (1991) ) or to the mRNA itself (antisense 
- Okano, J. Neurochem. 56:560 (1991); Oligodeoxy-nucleotides as Antisense 
Inhibitors of Gene Expression, CRC Press, Boca Raton, FL (1988).) Triple helix 

15 formation optimally results in a shut-off of RNA transcription from DNA, while 
antisense RNA hybridization blocks translation of an mRNA molecule into 
polypeptide. Both techniques are effective in model systems, and the information 
disclosed herein can be used to design antisense or triple helix polynucleotides in an 
effort to treator prevent disease. 

20 Polynucleotides of the present invention are also useful in gene therapy. One 

goal of gene therapy is to insert a normal gene into an organism having a defective 
gene, in an effort to correct the genetic defect The polynucleotides disclosed in the 
present invention offer a means of targeting such genetic defects in a highly accurate 
manner. Another goal is to insert a new gene that was not present in the host genome, 

25 thereby producing a new trait in the host cell. 
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The polynucleotides are also useful for identifying individuals from minute 
biological samples. The United States military, for example, is considering the use of 
restriction fragment length polymorphism (RFLP) for identification of its personnel. 
In this technique, an individual's genomic DNA is digested with one or more 
5 restriction enzymes, and probed on a Southern blot to yield unique bands for 

identifying personnel. This method does not suffer from the current limitations of 
"Dog Tags" which can be lost, switched, or stolen, making positive identification 
difficult. The polynucleotides of the present invention can be used as additional DNA 
markers for RFLP. 

10 The polynucleotides of the present invention can also be used as an alternative 

to RFLP, by determining the actual base-by-base DNA sequence of selected portions 
of an individual's genome. These sequences can be used to prepare PCR primers for 
amplifying and isolating such selected DNA, which can then be sequenced. Using 
this technique, individuals can be identified because each individual will have a 

15 unique set of DNA sequences. Once an unique ID database is established for an 

individual, positive identification of that individual, living or dead, can be made from 
extremely small tissue samples. 

Forensic biology also benefits from using DNA-based identification 
techniques as disclosed herein. DNA sequences taken from very small biological 
samples such as tissues, e.g., hair or skin, or body fluids, e.g., blood, saliva, semen, 
synovial fluid, amniotic fluid, breast milk, lymph, pulmonary sputum or 
surfactant.urine.fecal matter, etc., can be amplified using PCR. In one prior art 
technique, gene sequences amplified from polymorphic loci, such as DQa class II 
HLA gene, are used in forensic biology to identify individuals. (Erlich, H., PCR 
Technology, Freeman and Co. (1992).) Once these specific polymorphic loci are 
amplified, they are digested with one or more restriction enzymes, yielding an 
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identifying set of bands on a Southern blot probed with DNA corresponding to the 
DQa class II HLA gene. Similarly, polynucleotides of the present invention can be 
used as polymorphic markers for forensic purposes. 

There is also a need for reagents capable of identifying the source of a 

5 particular tissue. Such need arises, for example, in forensics when presented with 
tissue of unknown origin. Appropriate reagents can comprise, for example, DNA 
probes or primers specific to particular tissue prepared from the sequences of the 
present invention. Panels of such reagents can identify tissue by species and/or by 
organ type. In a similar fashion, these reagents can be used to screen tissue cultures 

10 for contamination. 

In the very least, the polynucleotides of the present invention can be used as 
molecular weight markers on Southern gels, as diagnostic probes for the presence of a 
specific mRNA in a particular cell type, as a probe to "subtract-out" known sequences 
in the process of discovering novel polynucleotides, for selecting and making 

15 oligomers for attachment to a "gene chip" or other support, to raise anti-DNA 
antibodies using DNA immunization techniques, and as an antigen to elicit an 
immune response. 



Uses of the Polypeptides 

20 Each of the polypeptides identified herein can be used in numerous ways. The 

following description should be considered exemplary and utilizes known techniques. 

A polypeptide of the present invention can be used to assay protein levels in a 
biological sample using antibody-based techniques. For example, protein expression 
in tissues can be studied with classical immunohistological methods. (lalkanen, M., 

25 et a!., J. Cell. Biol. 101:976-985 (1985); Jalkanen, M, et al., J. Cell . Biol. 105:3087- 
3096 (1987).) Other antibody-based methods useful for detecting protein gene 
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expression include immunoassays, such as the enzyme linked immunosorbent assay 
(ELISA) and the radioimmunoassay (RIA). Suitable antibody assay labels are known 
in the art and include enzyme labels, such as, glucose oxidase, and radioisotopes, such 
as iodine (1251, 1211). carbon fUO sulfur trit;,.™ nm ;^;. lm /in^ 

technetium (99mTc), and fluorescent labels, such as fluorescein and rhodamine, and 
biotin. 

In addition to assaying secreted protein levels in a biological sample, proteins 
can also be detected in vivo by imaging. Antibody labels or markers for in vivo 
imaging of protein include those detectable by X-radiography, NMR or ESR. For X- 
radiography, suitable labels include radioisotopes such as barium or cesium, which 
emit detectable radiation but are not overtly harmful to the subject. Suitable markers 
for NMR and ESR include those with a detectable characteristic spin, such as 
deuterium, which may be incorporated into the antibody by labeling of nutrients for 
the relevant hybridoma. 

A protein-specific antibody or antibody fragment which has been labeled with 
an appropriate detectable imaging moiety, such as a radioisotope (for example, 1311, 
1 121n, 99mTc), a radio-opaque substance, or a material detectable by nuclear 
magnetic resonance, is introduced (for example, parenterally, subcutaneously, or 
intraperitoneally) into the mammal. It will be understood in the art that the size of the 
subject and the imaging system used will determine the quantity of imaging moiety 
needed to produce diagnostic images. In the case of a radioisotope moiety, for a 
human subject, the quantity of radioactivity injected will normally range from about 5 
to 20 miliicuries of 99mTc. The labeled antibody or antibody fragment will then 
preferentially accumulate at the location of cells which contain the specific protein. 
In vivo tumor imaging is described in S.W. Burchiel et al., "Immunopharmacokinetics 
of Radiolabeled Antibodies and Their Fragments." (Chapter 13 in Tumor Imaging: 
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The Radiochemical Detection of Cancer, S.W. Burchiel and B. A. Rhodes, eds., 
Masson Publishing Inc. (1982).) 

Thus, the invention provides a diagnostic method of a disorder, which 
involves (a) assaying the expression of a polypeptide of the present invention in cells 

5 or body fluid of an individual; (b) comparing the level of gene expression with a. 
standard gene expression level, whereby an increase or decrease in the assayed 
polypeptide gene expression level compared to the standard expression level is 
indicative of a disorder. With respect to cancer, the presence of a relatively high 
amount of transcript in biopsied tissue from an individual may indicate a 

1 0 predisposition for the development of the disease, or may provide a means for 
detecting the disease prior to the appearance of actual clinical symptoms. A more 
definitive diagnosis of this type may allow health professionals to employ 
preventative measures or aggressive treatment earlier thereby preventing the 
development or further progression of the cancer. 

15 Moreover, polypeptides of the present invention can be used to treat, prevent, 

and/or diagnose disease. For example, patients can be administered a polypeptide of 
the present invention in an effort to replace absent or decreased levels of the 
polypeptide (e.g., insulin), to supplement absent or decreased levels of a different 
polypeptide (e.g., hemoglobin S for hemoglobin B, SOD, catalase, DNA repair 

20 proteins), to inhibit the activity of a polypeptide (e.g., an oncogene or tumor 

supressor), to activate the activity of a polypeptide (e.g., by binding to a receptor), to 
reduce the activity of a membrane bound receptor by competing with it for free ligand 
(e.g., soluble TNF receptors used in reducing inflammation), or to bring about a 
desired response (e.g., blood vessel growth inhibition, enhancement of the immune 

25 response to proliferative cells or tissues). 
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Similarly, antibodies directed to a polypeptide of the present invention can 
also be used to treat, prevent, and/or diagnose disease. For example, administration of 
an antibody directed to a polypeptide of the present invention can bind and reduce 
overproduction of the polypeptide. Similarly, administration of an antibody can 
5 activate the polypeptide, such as by binding to a polypeptide bound to a membrane 
(receptor). 

At the very least, the polypeptides of the present invention can be used as 
molecular weight markers on SDS-PAGE gels or on molecular sieve gel filtration 
columns using methods well known to those of skill in the art. Polypeptides can also 
10 be used to raise antibodies, which in turn are used to measure protein expression from 
a recombinant cell, as a way of assessing transformation of the host cell. Moreover, 
the polypeptides of the present invention can be used to test the following biological 
activities. 

15 Gene Therapy Methods 

Another aspect of the present invention is to gene therapy methods for treating 
or preventing disorders, diseases and conditions. The gene therapy methods relate to 
the introduction of nucleic acid (DNA, RNA and antisense DNA or RNA) sequences 
into an animal to achieve expression of a polypeptide of the present invention. This 

20 method requires a polynucleotide which codes for a polypeptide of the invention that 
operatively linked to a promoter and any other genetic elements necessary for the 
expression of the polypeptide by the target tissue. Such gene therapy and delivery 
techniques are known in the art, see, for example, WO90/1 1092, which is herein 
incorporated by reference. 

25 Thus, for example, cells from a patient may be engineered with a 

polynucleotide (DNA or RNA) comprising a promoter operably linked to a 
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polynucleotide of the invention ex vivo, with the engineered cells then being provided 
to a patient to be treated with the polypeptide. Such methods are well-known in the 
art. For example, see Belldegrun et al. f J. Natl. Cancer Inst, 85:207-216 (1993); 
Ferrantini et al., Cancer Research, 53:107-1 1 12 (1993); Ferrantini et al. f J. 

5 Immunology 153: 4604-4615 (1994); Kaido,T., et al., Int. J. Cancer 60: 221-229 
(1995); Ogura et al., Cancer Research 50: 5102-5106 (1990); Santodonato, et al., 
Human Gene Therapy 7:1-10 (1996); Santodonato, et al., Gene Therapy 4:1246-1255 
(1997); and Zhang, et al., Cancer Gene Therapy 3: 31-38 (1996)), which are herein 
incorporated by reference. In one embodiment, the cells which are engineered are 

10 arterial cells. The arterial cells may be reintroduced into the patient through direct 
injection to the artery, the tissues surrounding the artery, or through catheter injection. 

As discussed in more detail below, the polynucleotide constructs can be 
delivered by any method that delivers injectable materials to the cells of an animal, 
such as, injection into the interstitial space of tissues (heart, muscle, skin, lung, liver, 

15 and the like). The polynucleotide constructs may be delivered in a pharmaceutical^ 
acceptable liquid or aqueous carrier. 

In one embodiment, the polynucleotide of the invention is delivered as a naked 
polynucleotide. The term "naked" polynucleotide, DNA or RNA refers to sequences 
that are free from any delivery vehicle that acts to assist, promote or facilitate entry 

20 into the cell, including viral sequences, viral particles, liposome formulations, 

lipofectin or precipitating agents and the like. However, the polynucleotides of the 
invention can also be delivered in liposome formulations and lipofectin formulations 
and the like can be prepared by methods well known to those skilled in the art. Such 
methods are described, for example, in U.S. Patent Nos. 5,593,972, 5,589,466, and 

25 5,580,859, which are herein incorporated by reference. 
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The polynucleotide vector constructs of the invention used in the gene 
therapy method are preferably constructs that will not integrate into the host genome 
nor will they contain sequences that allow for replication. Appropriate vectors 
include pWLNEO, pSV2CAT, P OG44, pXTl and dSG available f m ™ ^ a ^_. 
5 P SVK3, pBPV, pMSG and pSVL available from Pharmacia; and P EF1/V5, 

pcDN A3. 1 , and pRc/CM V2 available from In vitrogen. Other suitable vectors will be 
readily apparent to the skilled artisan. 

Any strong promoter known to those skilled in the art can be used for driving 
the expression of polynucleotide sequence of the invention. Suitable promoters 

0 include adenoviral promoters, such as the adenoviral major late promoter; or 
heterologous promoters, such as the cytomegalovirus (CMV) promoter; the 
respiratory syncytial virus (RSV) promoter; inducible promoters, such as the MMT 
promoter, the metallothionein promoter; heat shock promoters; the albumin promoter; 
the ApoAI promoter; human globin promoters; viral thymidine kinase promoters, 

1 such as the Herpes Simplex thymidine kinase promoter; retroviral LTRs; the b-actin 
promoter; and human growth hormone promoters. The promoter also may be the 
native promoter for the polynucleotides of the invention. 

Unlike other gene therapy techniques, one major advantage of introducing 
naked nucleic acid sequences into target cells is the transitory nature of the 
polynucleotide synthesis in the cells. Studies have shown that non-replicating DNA 
sequences can be introduced into cells to provide production of the desired 
polypeptide for periods of up to six months. 

The polynucleotide construct of the invention can be delivered to the interstitial 
space of tissues within the an animal, including of muscle, skin, brain, lung, liver, 
spleen, bone marrow, thymus, heart, lymph, blood, bone, cartilage, pancreas, kidney, 
gall bladder, stomach, intestine, testis, ovary, uterus, rectum, nervous system, eye, 
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gland, and connective tissue. Interstitial space of the tissues comprises the intercellular, 
fluid, mucopolysaccharide matrix among the reticular fibers of organ tissues, elastic 
fibers in the walls of vessels or chambers, collagen fibers of fibrous tissues, or that 
same matrix within connective tissue ensheathing muscle cells or in the lacunae of 

5 bone. It is similarly the space occupied by the plasma of the circulation and the lymph 
fluid of the lymphatic channels. Delivery to the interstitial space of muscle tissue is 
preferred for the reasons discussed below. They may be conveniently delivered by 
injection into the tissues comprising these cells. They are preferably delivered to and 
expressed in persistent, non-dividing cells which are differentiated, although delivery 

10 and expression may be achieved in non-differentiated or less completely differentiated 
cells, such as, for example, stem cells of blood or skin fibroblasts. In vivo muscle cells 
are particularly competent in their ability to take up and express polynucleotides. 

For the nakednucleic acid sequence injection, an effective dosage amount of 
DNA or RNA will be in the range of from about 0.05 mg/kg body weight to about 50 

15 mg/kg body weight. Preferably the dosage will be from about 0.005 mg/kg to about 20 
mg/kg and more preferably from about 0.05 mg/kg to about 5 mg/kg. Of course, as 
the artisan of ordinary skill will appreciate, this dosage will vary according to the 
tissue site of injection. The appropriate and effective dosage of nucleic acid sequence 
can readily be determined by those of ordinary skill in the art and may depend on the 

20 condition being treated and the route of administration. 

The preferred route of administration is by the parenteral route of injection 
into the interstitial space of tissues. However, other parenteral routes may also be 
used, such as, inhalation of an aerosol formulation particularly for delivery to lungs or 
bronchial tissues, throat or mucous membranes of the nose. In addition, naked DNA 

25 constructs can be delivered to arteries during angioplasty by the catheter used in the 
procedure. 
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The naked polynucleotides are delivered by any method known in the art, 
including, but not limited to, direct needle injection at the delivery site, intravenous 
injection, topical administration, catheter infusion, and so-called "gene guns". These 
delivery methods are known in the art. 

5 The constructs may also be delivered with delivery vehicles such as viral 

sequences, viral particles, liposome formulations, lipofectin, precipitating agents, etc. 
Such methods of delivery are known in the art. 

In certain embodiments, the polynucleotide constructs of the invention are 
complexed in a liposome preparation. Liposomal preparations for use in the instant 

10 invention include cationic (positively charged), anionic (negatively charged) and 

neutral preparations. However, cationic liposomes are particularly preferred because a 
tight charge complex can be formed between the cationic liposome and the 
polyanionic nucleic acid. Cationic liposomes have been shown to mediate 
intracellular delivery of plasmid DNA (Feigner et aL, Proc. NatL Acad. Sci. USA , 

15 84:7413-7416 (1987), which is herein incorporated by reference); mRNA (Malone et 
al., Proc. Natl. Acad. Sci. USA , 86:6077-6081 (1989), which is herein incorporated 
by reference); and purified transcription factors (Debs et a!., J. Biol. Chem., 
265:10189-10192 (1990), which is herein incorporated by reference), in functional 
form. 

20 Cationic liposomes are readily available. For example, 

N[l-2,3-dioleyloxy)propyl]-N,N,N-triethylammonium (DOTMA) liposomes are 
particularly useful and are available under the trademark Lipofectin, from GIBCO 
BRL, Grand Island, N.Y. (See, also, Feigner et al., Proc. Natl Acad. Sci. USA , 
84:7413-7416 (1987), which is herein incorporated by reference). Other commercially 

25 available liposomes include transfectace (DDAB/DOPE) and DOTAP/DOPE 
(Boehringer). 
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Other cationic liposomes can be prepared from readily available materials 
using techniques well known in the art See, e.g. PCT Publication NO: WO 90/1 1092 
(which is herein incorporated by reference) for a description of the synthesis of 
DOTAP ( 1 ,2-bis(oIeoyIoxy)-3-(trimethylammonio)propane) liposomes. Preparation 

5 of DOTMA liposomes is explained in the literature, see, e.g., Feigner et al., Proc. 
Natl. Acad. Sci. USA, 84:7413-7417, which is herein incorporated by reference. 
Similar methods can be used to prepare liposomes from other cationic lipid materials. 

Similarly, anionic and neutral liposomes are readily available, such as from 
Avanti Polar Lipids (Birmingham, Ala.)» or can be easily prepared using readily 

10 available materials. Such materials include phosphatidyl, choline, cholesterol, 
phosphatidyl ethanolamine, dioleoylphosphatidyl choline (DOPC), 
dioleoylphosphatidyl glycerol (DOPG), dioleoylphoshatidyl ethanolamine (DOPE), 
among others. These materials can also be mixed with the DOTMA and DOTAP 
starting materials in appropriate ratios. Methods for making liposomes using these 

15 materials are well known in the art. 

For example, commercially dioleoylphosphatidyl choline (DOPC), 
dioleoylphosphatidyl glycerol (DOPG), and dioleoylphosphatidyl ethanolamine 
(DOPE) can be used in various combinations to make conventional liposomes, with or 
without the addition of cholesterol. Thus, for example, DOPG/DOPC vesicles can be 

20 prepared by drying 50 mg each of DOPG and DOPC under a stream of nitrogen gas 
into a sonication vial. The sample is placed under a vacuum pump overnight and is 
hydrated the following day with deionized water. The sample is then sonicated for 2 
hours in a capped vial, using a Heat Systems model 350 sonicator equipped with an 
inverted cup (bath type) probe at the maximum setting while the bath is circulated at 

25 15EC. Alternatively, negatively charged vesicles can be prepared without sonication 
to produce multilamellar vesicles or by extrusion through nucleopore membranes to 
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produce unilamellar vesicles of discrete size. Other methods are known and available 
to those of skill in the art. 

The liposomes can comprise multilamellar vesicles (MLVs), small unilamellar 
vesicles (SUVs), or large unilamellar vesicles (LUVs), with SUVs being preferred. 
5 The various liposome-nucleic acid complexes are prepared using methods well known 
in the art. See, e.g., Straubinger et al., Methods of Immunology , 101:512-527 (1983), 
which is herein incorporated by reference. For example, MLVs containing nucleic 
acid can be prepared by depositing a thin film of phospholipid on the walls of a glass 
tube and subsequently hydrating with a solution of the material to be encapsulated. 
0 SUVs are prepared by extended sonication of MLVs to produce a homogeneous 
population of unilamellar liposomes. The material to be entrapped is added to a 
suspension of preformed MLVs and then sonicated. When using liposomes containing 
cationic lipids, the dried lipid film is resuspended in an appropriate solution such as 
sterile water or an isotonic buffer solution such as 10 mM Tris/NaCI, sonicated, and 
then the preformed liposomes are mixed directly with the DNA. The liposome and 
DNA form a very stable complex due to binding of the positively charged liposomes 
to the cationic DNA. SUVs find use with small nucleic acid fragments. LUVs are 
prepared by a number of methods, well known in the art. Commonly used methods 
include Ca 2 *-EDTA chelation (Papahadjopoulos et al., Biochim. Biophys. Acta, 
394:483 (1975); Wilson et al., Cell , 17:77 (1979)); ether injection (Deameret al., 
Biochim. Biophys. Acta, 443:629 (1976); Ostro et al., Biochem. Biophys. Res. 
Commun., 76:836 (1977); Fraley et al., Proc. Natl. Acad. Sci. USA, 76:3348 (1979)); 
detergent dialysis (Enoch et al., Proc. Natl. Acad. Sci. USA , 76:145 (1979)); and 
reverse-phase evaporation (REV) (Fraley et al., J. Biol. Chem., 255:10431 (1980); 
Szoka et al., Proc. Natl. Acad. Sci. USA , 75:145 (1978); Schaefer-Ridder et al., 
Science, 215:166(1982)), which are herein incorporated by reference. 
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Generally, the ratio of DNA to liposomes will be from about 10:1 to about 
1: 10. Preferably, the ration will be from about 5:1 to about 1:5. More preferably, the 
ration will be about 3:1 to about 1:3. Still more preferably, the ratio will be about 1:1. 
U.S. Patent NO: 5,676,954 (which is herein incorporated by reference) reports 

5 on the injection of genetic material, complexed with cationic liposomes carriers, into 
mice. U.S. Patent Nos. 4,897,355, 4,946,787, 5,049,386, 5,459,127, 5,589,466, 
5,693,622, 5,580,859, 5,703,055, and international publication NO: WO 94/9469 
(which are herein incorporated by reference) provide cationic lipids for use in 
transfecting DNA into cells and mammals. U.S. Patent Nos. 5,589,466, 5,693,622, 

10 5,580,859, 5,703,055, and international publication NO: WO 94/9469 (which are 

herein incorporated by reference) provide methods for delivering DNA-cationic lipid 
complexes to mammals. 

In certain embodiments, cells are engineered, ex vivo or in vivo, using a 
retroviral particle containing RNA which comprises a sequence encoding 

15 polypeptides of the invention. Retroviruses from which the retroviral plasmid vectors 
may be derived include, but are not limited to, Moloney Murine Leukemia Virus, 
spleen necrosis virus, Rous sarcoma Virus, Harvey Sarcoma Virus, avian leukosis 
virus, gibbon ape leukemia virus, human immunodeficiency virus, Myeloproliferative 
Sarcoma Virus, and mammary tumor virus. 

20 The retroviral plasmid vector is employed to transduce packaging cell lines to 

form producer cell lines. Examples of packaging cells which may be transfected 
include, but are not limited to, the PE501, PA3 17, R-2, R-AM, PA12,T19-14X, VT- 
19-17-H2, RCRE, RCR1P, GP+E-86, GP+envAml2, and DAN cell lines as described 
in Miller, Human Gene Therapy , 1:5-14 (1990), which is incorporated herein by 

25 reference in its entirety. The vector may transduce the packaging cells through any 
means known in the art. Such means include, but are not limited to, electroporation, 
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the use of liposomes, and CaP0 4 precipitation. In one alternative, the retroviral 
plasmid vector may be encapsulated into a liposome, or coupled to a lipid, and then 
administered to a host. 

The producer cell line generates infectious retroviral vector particles which 
5 include polynucleotide encoding polypeptides of the invention. Such retroviral vector 
particles then may be employed, to transduce eukaryotic cells, either in vitro or in 
vivo. The transduced eukaryotic cells will express polypeptides of the invention. 

In certain other embodiments, cells are engineered, ex vivo or in vivo, with 
polynucleotides of the invention contained in an adenovirus vector. Adenovirus can 
10 be manipulated such that it encodes and expresses polypeptides of the invention, and 
at the same time is inactivated in terms of its ability to replicate in a normal lytic viral 
life cycle. Adenovirus expression is achieved without integration of the viral DNA 
into the host cell chromosome, thereby alleviating concerns about insertional 
mutagenesis. Furthermore, adenoviruses have been used as live enteric vaccines for 
15 many years with an excellent safety profile (Schwartzet a!., Am. Rev. Respir. Dis., 
109:233-238 (1974)). Finally, adenovirus mediated gene transfer has been 
demonstrated in a number of instances including transfer of alpha- 1 -antitrypsin and 
CFTR to the lungs of cotton rats (Rosenfeld et al., Science , 252:43 1-434 (1991); 
Rosenfeld et al., Cell, 68:143-155 (1992)). Furthermore, extensive studies to attempt 
20 to establish adenovirus as a causative agent in human cancer were uniformly negative 
(Green et al. Proc. Natl. Acad. Sci. USA , 76:6606 (1979)). 

Suitable adenoviral vectors useful in the present invention are described, for 
example, in Kozarsky and Wilson, Curr. Opin. Genet. Devel., 3:499-503 (1993); 
Rosenfeld et al., Cell , 68: 143-155 (1992); Engelhardt et al., Human Genet. Ther., 
25 4:759-769 (1993); Yang et al., Nature Genet., 7:362-369 (1994); Wilson et al., 
Nature , 365:691-692 (1993); and U.S. Patent NO: 5,652,224, which are herein 
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incorporated by reference. For example, the adenovirus vector Ad2 is useful and can 
be grown in human 293 cells. These cells contain the El region of adenovirus and 
constitutively express Ela and Elb, which complement the defective adenoviruses by 
providing the products of the genes deleted from the vector. In addition to Ad2, other 
5 varieties of adenovirus (e.g., Ad3, Ad5, and Ad7) are also useful in the present 
invention. 

Preferably, the adenoviruses used in the present invention are replication 
deficient. Replication deficient adenoviruses require the aid of a helper virus and/or 
packaging cell line to form infectious particles. The resulting virus is capable of 

10 infecting cells and can express a polynucleotide of interest which is operably linked to 
a promoter, but cannot replicate in most cells. Replication deficient adenoviruses 
may be deleted in one or more of all or a portion of the following genes: Ela, Elb, 
E3, E4, E2a, or LI through L5. 

In certain other embodiments, the cells are engineered, ex vivo or in vivo, 

15 using an adeno-associated virus (AAV). AAVs are naturally occurring defective 
viruses that require helper viruses to produce infectious particles (Muzyczka, Curr. 
Topics in Microbiol. Immunol., 158:97 (1992)). It is also one of the few viruses that 
may integrate its DNA into non-dividing cells. Vectors containing as little as 300 base 
pairs of AAV can be packaged and can integrate, but space for exogenous DNA is 

20 limited to about 4.5 kb. Methods for producing and using such AAVs are known in 
the art. See, for example, U.S. Patent Nos. 5,139,941, 5,173,414, 5,354,678, 
5,436,146, 5,474,935, 5,478,745, and 5,589,377. 

For example, an appropriate AAV vector for use in the present invention will 
include all the sequences necessary for DNA replication, encapsidation, and host-cell 

25 integration. The polynucleotide construct containing polynucleotides of the invention 
is inserted into the AAV vector using standard cloning methods, such as those found 
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in Sambrook et al., Molecular Cloning: A Laboratory Manual, Cold Spring Harbor 
Press (1989). The recombinant AAV vector is then transfected into packaging cells 
which are infected with a helper virus, using any standard technique, including 
lipofection, electroporation, calcium phosphate precipitation, etc. Appropriate helper 

5 viruses include adenoviruses, cytomegaloviruses, vaccinia viruses, or herpes viruses. 
Once the packaging cells are transfected and infected, they will produce infectious 
AAV viral particles which contain the polynucleotide construct of the invention. 
These viral particles are then used to transduce eukaryotic cells, either ex vivo or in 
vivo. The transduced cells will contain the polynucleotide construct integrated into its 

10 genome, and will express the desired gene product. 

Another method of gene therapy involves operably associating heterologous 
control regions and endogenous polynucleotide sequences (e.g. encoding the 
polypeptide sequence of interest) via homologous recombination (see, e.g., U.S. 
Patent NO: 5,641,670, issued June 24, 1997; International Publication NO: WO 

15 96/2941 1, published September 26, 1996; International Publication NO: WO 
94/12650, published August 4, 1994; Koller et al., Proc. Natl. Acad. Sci. USA, 
86:8932-8935 (1989); and Zijlstra et al., Nature, 342:435^38 (1989). This method 
involves the activation of a gene which is present in the target cells, but which is not 
normally expressed in the cells, or is expressed at a lower level than desired. 

20 Polynucleotide constructs are made, using standard techniques known in the 

art, which contain the promoter with targeting sequences flanking the promoter. 
Suitable promoters are described herein. The targeting sequence is sufficiently 
complementary to an endogenous sequence to permit homologous recombination of 
the promoter-targeting sequence with the endogenous sequence. The targeting 

25 sequence will be sufficiently near the 5' end of the desired endogenous 
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polynucleotide sequence so the promoter will be operably linked to the endogenous 
sequence upon homologous recombination. 

The promoter and the targeting sequences can be amplified using PCR. 
Preferably, the amplified promoter contains distinct restriction enzyme sites on the 5' 
5 and 3' ends. Preferably, the 3' end of the first targeting sequence contains the same 
restriction enzyme site as the 5' end of the amplified promoter and the 5' end of the 
second targeting sequence contains the same restriction site as the 3' end of the 
amplified promoter. The amplified promoter and targeting sequences are digested 
and I i gated together. 

10 The promoter-targeting sequence construct is delivered to the cells, either as 

naked polynucleotide, or in conjunction with transfection-facilitating agents, such as 
liposomes, viral sequences, viral particles, whole viruses, lipofection, precipitating 
agents, etc., described in more detail above. The P promoter-targeting sequence can 
be delivered by any method, included direct needle injection, intravenous injection, 

15 topical administration, catheter infusion, particle accelerators, etc. The methods are 
described in more detail below. 

The promoter-targeting sequence construct is taken up by cells. Homologous 
recombination between the construct and the endogenous sequence takes place, such 
that an endogenous sequence is placed under the control of the promoter. The 

20 promoter then drives the expression of the endogenous sequence. 

The polynucleotides encoding polypeptides of the present invention may be 
administered along with other polynucleotides encoding other angiongenic proteins. 
Angiogenic proteins include, but are not limited to, acidic and basic fibroblast growth 
factors, VEGF-1, VEGF-2 (VEGF-C), VEGF-3 (VEGF-B), epidermal growth factor 

25 alpha and beta, platelet-derived endothelial cell growth factor, platelet-derived growth 
factor, tumor necrosis factor alpha, hepatocyte growth factor, insulin like growth 
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factor, colony stimulating factor, macrophage colony stimulating factor, 
granulocyte/macrophage colony stimulating factor, and nitric oxide synthase. 

Preferably, the polynucleotide encoding a polypeptide of the invention 
contains a secretory signal sequence that facilitates secretion of the protein. 

5 Typically, the signal sequence is positioned in the coding region of the polynucleotide 
to be expressed towards or at the 5' end of the coding region. The signal sequence 
may be homologous or heterologous to the polynucleotide of interest and may be 
homologous or heterologous to the cells to be transfected. Additionally, the signal 
sequence may be chemically synthesized using methods known in the art. 

10 Any mode of administration of any of the above-described polynucleotides 

constructs can be used so long as the mode results in the expression of one or more 
molecules in an amount sufficient to provide a therapeutic effect. This includes direct 
needle injection, systemic injection, catheter infusion, biolistic injectors, particle 
accelerators (i.e., "gene guns"), gelfoam sponge depots, other commercially available 

15 depot materials, osmotic pumps (e.g., Alza minipumps), oral or suppositorial solid 
(tablet or pill) pharmaceutical formulations, and decanting or topical applications 
during surgery. For example, direct injection of naked calcium 
phosphate-precipitated plasmid into rat liver and rat spleen or a protein-coated 
plasmid into the portal vein has resulted in gene expression of the foreign gene in the 

20 rat livers. (Kaneda et al., Science, 243:375 (1989)). 

A preferred method of local administration is by direct injection. Preferably, a 
recombinant molecule of the present invention complexed with a delivery vehicle is 
administered by direct injection into or locally within the area of arteries. 
Administration of a composition locally within the area of arteries refers to injecting 

25 the composition centimeters and preferably, millimeters within arteries. 
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Another method of local administration is to contact a polynucleotide 
construct of the present invention in or around a surgical wound. For example, a 
patient can undergo surgery and the polynucleotide construct can be coated on the 
surface of tissue inside the wound or the construct can be injected into areas of tissue 

5 inside the wound. 

Therapeutic compositions useful in systemic administration, include 
recombinant molecules of the present invention complexed to a targeted delivery 
vehicle of the present invention. Suitable delivery vehicles for use with systemic 
administration comprise liposomes comprising ligands for targeting the vehicle to a 

10 particular site. 

Preferred methods of systemic administration, include intravenous injection, 
aerosol, oral and percutaneous (topical) delivery. Intravenous injections can be 
performed using methods standard in the art. Aerosol delivery can also be performed 
using methods standard in the art (see, for example, Stribling et al., Proc. Natl. Acad. 

15 Sci. USA , 189:11277-1 1281 (1992), which is incorporated herein by reference). Oral 
delivery can be performed by complexing a polynucleotide construct of the present 
invention to a carrier capable of withstanding degradation by digestive enzymes in the 
gut of an animal. Examples of such carriers, include plastic capsules or tablets, such 
as those known in the art. Topical delivery can be performed by mixing a 

20 polynucleotide construct of the present invention with a lipophilic reagent (e.g., 
DMSO) that is capable of passing into the skin. 

Determining an effective amount of substance to be delivered can depend 
upon a number of factors including, for example, the chemical structure and 
biological activity of the substance, the age and weight of the animal, the precise 

25 condition requiring treatment and its severity, and the route of administration. The 
frequency of treatments depends upon a number of factors, such as the amount of 
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polynucleotide constructs administered per dose, as well as the health and history of 
the subject. The precise amount, number of doses, and timing of doses will be 
determined by the attending physician or veterinarian. Therapeutic compositions of 
the 

a " au,,, " ,,OTICU lu a,| y animal, preferably to mammals and 

5 birds. Preferred mammals include humans, dogs, cats, mice, rats, rabbits sheep, cattle, 
horses and pigs, with humans being particularly 

Biological ArfjvifiAc 

The polynucleotides or polypeptides, or agonists or antagonists of the present 
10 invention can be used in assays to test for one or more biological activities. If these 
polynucleotides and polypeptides do exhibit activity in a particular assay, it is likely 
that these molecules may be involved in the diseases associated with the biological 
activity. Thus, the polynucleotides or polypeptides, or agonists or antagonists could 
be used to treat the associated disease. 



Immune Activity 

The polynucleotides or polypeptides, or agonists or antagonists of the present 
invention may be useful in treating, preventing, and/or diagnosing diseases, d,sorders, 
and/or conditions of the immune system, by activating or inhibiting the proliferation, 
differentiation, or mobilization (chemotaxis) of immune cells. Immune cells develop 
through a process called hematopoiesis, producing myeloid (platelets, red blood cells, 
neutrophils, and macrophages) and lymphoid (B and T lymphocytes) cells from 
pluripotent stem cells. The etiology of these immune diseases, disorders, and/or 
conditions may be genetic, somatic, such as cancer or some autoimmune diseases, 
disorders,and/or conditions, acquired (e.g., by chemotherapy or toxins), or infectious. 
Moreover, a polynucleotides or polypeptides, or agonists or antagonists of the present 
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invention can be used as a marker or detector of a particular immune system disease 
or disorder. 

A polynucleotides or polypeptides, or agonists or antagonists of the present 
invention may be useful in treating, preventing, and/or diagnosing diseases, disorders, 

5 and/or conditions of hematopoietic cells. A polynucleotides or polypeptides, or 
agonists or antagonists of the present invention could be used to increase 
differentiation and proliferation of hematopoietic cells, including the pluripotent stem 
cells, in an effort to treator prevent those diseases, disorders, and/or conditions 
associated with a decrease in certain (or many) types hematopoietic cells. Examples 

10 of immunologic deficiency syndromes include, but are not limited to: blood protein 
diseases, disorders, and/or conditions (e.g. agammaglobulinemia, 
dysgammaglobulinemia), ataxia telangiectasia, common variable immunodeficiency, 
Digeorge Syndrome, HIV infection, HTLV-BLV infection, leukocyte adhesion 
deficiency syndrome, lymphopenia, phagocyte bactericidal dysfunction, severe 

15 combined immunodeficiency (SCIDs), Wiskott-Aldrich Disorder, anemia, 
thrombocytopenia, or hemoglobinuria. 

Moreover, a polynucleotides or polypeptides, or agonists or antagonists of the 
present invention could also be used to modulate hemostatic (the stopping of 
bleeding) or thrombolytic activity (clot formation). For example, by increasing 

20 hemostatic or thrombolytic activity, a polynucleotides or polypeptides, or agonists or 
antagonists of the present invention could be used to treat or prevent blood 
coagulation diseases, disorders, and/or conditions (e.g., afibrinogenemia, factor 
deficiencies), blood platelet diseases, disorders, and/or conditions (e.g. 
thrombocytopenia), or wounds resulting from trauma, surgery, or other causes. 

25 Alternatively, a polynucleotides or polypeptides, or agonists or antagonists of the 

present invention that can decrease hemostatic or thrombolytic activity could be used 
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to inhibit or dissolve clotting. These molecules could be important in the treatment or 

prevention of heart attacks (infarction), strokes, or scarring. 

A polynucleotides or polypeptides, or agonists or antagonists of the present 

invention may also be useful in treating, preventing, and/or diagnosing autoimmune 

diseases, disorders, and/or conditions. Many autoimmune diseases, disorders, and/or 
conditions result from inappropriate recognition of self as foreign material by immune 
cells. This inappropriate recognition results in an immune response leading to the 
destruction of the host tissue. Therefore, the administration of a polynucleotides or 
polypeptides, or agonists or antagonists of the present invention that inhibits an 
immune response, particularly the proliferation, differentiation, or chemotaxis of T- 
cells, may be an effective therapy in preventing autoimmune diseases, disorders, 
and/or conditions. 

Examples of autoimmune diseases, disorders, and/or conditions that can be 
treated, prevented, and/or diagnosed or detected by the present invention include, but 
are not limited to: Addison's Disease, hemolytic anemia, antiphospholipid syndrome, 
rheumatoid arthritis, dermatitis, allergic encephalomyelitis, glomerulonephritis, 
Goodpasture's Syndrome, Graves' Disease, Multiple Sclerosis, Myasthenia Gravis, 
Neuritis, Ophthalmia, Bullous Pemphigoid, Pemphigus, Polyendocrinopathies, 
Purpura, Reiter's Disease, Stiff-Man Syndrome, Autoimmune Thyroiditis, Systemic 
Lupus Erythematosus, Autoimmune Pulmonary Inflammation, Guillain-Barre 
Syndrome, insulin dependent diabetes mellitis, and autoimmune inflammatory eye 
disease. 

Similarly, allergic reactions and conditions, such as asthma (particularly 
allergic asthma) or other respiratory problems, may also be treated, prevented, and/or 
diagnosed by polynucleotides or polypeptides, or agonists or antagonists of the 
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present invention. Moreover, these molecules can be used to treat anaphylaxis, 
hypersensitivity to an antigenic molecule, or blood group incompatibility. 

A polynucleotides or polypeptides, or agonists or antagonists of the present 
invention may also be used to treat, prevent, and/or diagnose organ rejection or graft- 

5 versus-host disease (GVHD). Organ rejection occurs by host immune cell destruction 
of the transplanted tissue through an immune response. Similarly, an immune 
response is also involved in GVHD, but, in this case, the foreign transplanted immune 
cells destroy the host tissues. The administration of a polynucleotides or 
polypeptides, or agonists or antagonists of the present invention that inhibits an 

10 immune response, particularly the proliferation, differentiation, or chemotaxis of T- 
cells, may be an effective therapy in preventing organ rejection or GVHD. 

• Similarly, a polynucleotides or 
polypeptides, or agonists or antagonists of the present invention may also be used to 
modulate inflammation. For example, the polypeptide or polynucleotide or agonists 

IS or antagonist may inhibit the proliferation and differentiation of cells involved in an 
inflammatory response. These molecules can be used to treat, prevent, and/or 
diagnose inflammatory conditions, both chronic and acute conditions, including 
chronic prostatitis, granulomatous prostatitis and malacoplakia, inflammation 
associated with infection (e.g., septic shock, sepsis, or systemic inflammatory 

20 response syndrome (SIRS)), ischemia-reperfusion injury, endotoxin lethality, arthritis, 
complement-mediated hyperacute rejection, nephritis, cytokine or chemokine induced 
lung injury, inflammatory bowel disease, Crohn's disease, or resulting from over 
production of cytokines (e.g., TNF or IL-1.) 

25 Hyperproliferative Disorders 
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A polynucleotides or polypeptides, or agonists or antagonists of the invention 
can be used to treat, prevent, and/or diagnose hyperproliferative diseases, disorders, 
including neoplasms. A polynucleotides or polypeptides, or agonists or antagonists of 

the present invention mav inhihit tU* nmiif*™*;^ ~c*u„ j:_ rJ _^ tU , 

" j ~ ~ j»^"^'«uvii me ui&uruer through direct or 

indirect interactions. Alternatively, a polynucleotides or polypeptides, or agonists or 
antagonists of the present invention may proliferate other cells which can inhibit the 
hyperproliferative disorder. 

For example, by increasing an immune response, particularly increasing 
antigenic qualities of the hyperproliferative disorder or by proliferating, 
differentiating, or mobilizing T-cells, hyperproliferative diseases, disorders, and/or 
conditions can be treated, prevented, and/or diagnosed. This immune response may 
be increased by either enhancing an existing immune response, or by initiating a new 
immune response. Alternatively, decreasing an immune response may also be a 
method of treating, preventing, and/or diagnosing hyperproliferative diseases, 
disorders, and/or conditions, such as a chemotherapeutic agent. 

Examples of hyperproliferative diseases, disorders, and/or conditions that can 
be treated, prevented, and/or diagnosed by polynucleotides or polypeptides, or 
agonists or antagonists of the present invention include, but are not limited to 
neoplasms located in thexolon, abdomen, bone, breast, digestive system, liver, 
pancreas, peritoneum, endocrine glands (adrenal, parathyroid, pituitary, testicles, 
ovary, thymus, thyroid), eye, head and neck, nervous (central and peripheral), 
lymphatic system, pelvic, skin, soft tissue, spleen, thoracic, and urogenital. 

Similarly, other hyperproliferative diseases, disorders, and/or conditions can 
also be treated, prevented, and/or diagnosed by a polynucleotides or polypeptides, or 
agonists or antagonists of the present invention. Examples of such hyperproliferative 
diseases, disorders, and/or conditions include, but are not limited to: 
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hypergammaglobulinemia, lymphoproliferative diseases, disorders, and/or conditions, 
paraproteinemias, purpura, sarcoidosis, Sezary Syndrome, Waldenstron's 
Macroglobulinemia, Gaucher* s Disease, histiocytosis, and any other 
hyperproliferative disease, besides neoplasia, located in an organ system listed above. 

5 One preferred embodiment utilizes polynucleotides of the present invention to 

inhibit aberrant cellular division, by gene therapy using the present invention, and/or 
protein fusions or fragments thereof. 

Thus, the present invention provides a method for treating or preventing cell 
proliferative diseases, disorders, and/or conditions by inserting into an abnormally 

10 proliferating cell a polynucleotide of the present invention, wherein said 
polynucleotide represses said expression. 

Another embodiment of the present invention provides a method of treating or 
preventing cell-proliferative diseases, disorders, and/or conditions in individuals 
comprising administration of one or more active gene copies of the present invention 

IS to an abnormally proliferating cell or cells. In a preferred embodiment, 
polynucleotides of the present invention is a DNA construct comprising a 
recombinant expression vector effective in expressing a DNA sequence encoding said 
polynucleotides. In another preferred embodiment of the present invention, the DNA 
construct encoding the poynucleotides of the present invention is inserted into cells to 

20 be treated utilizing a retrovirus, or more preferrably an adenoviral vector (See G J. 
Nabel, et. al„ PNAS 1999 96: 324-326, which is hereby incorporated by reference). 
In a most preferred embodiment, the viral vector is defective and will not transform 
non-proliferating cells, only proliferating cells. Moreover, in a preferred 
embodiment, the polynucleotides of the present invention inserted into proliferating 

25 cells either alone, or in combination with or fused to other polynucleotides, can then 
be modulated via an external stimulus (i.e. magnetic, specific small molecule, 
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chemical, or drug administration, etc.), which acts upon the promoter upstream of said 
polynucleotides to induce expression of the encoded protein product. As such the 
beneficial therapeutic affect of the present invention may be expressly modulated (i.e. 
to increase, decrease, or inhibit expression of the present invention) based upon said 
external stimulus. 

Polynucleotides of the present invention may be useful in repressing 
expression of oncogenic genes or antigens. By "repressing expression of the 
oncogenic genes - is intended the suppression of the transcription of the gene, the 
degradation of the gene transcript (pre-message RNA), the inhibition of splicing, the 
destruction of the messenger RNA, the prevention of the post-translational 
modifications of the protein, the destruction of the protein, or the inhibition of the 
normal function of the protein. 

For local administration to abnormally proliferating cells, polynucleotides of 
the present invention may be administered by any method known to those of skill in 
the art including, but not limited to transfection, electroporation, microinjection of 
cells, or in vehicles such as liposomes, lipofectin, or as naked polynucleotides, or any 
other method described throughout the specification. The polynucleotide of the 
present invention may be delivered by known gene delivery systems such as, but not 
limited to, retroviral vectors (Gilboa, J. Virology 44:845 (1982); Hocke, Nature 
320:275 (1986); Wilson, et al., Proc. Natl. Acad. Sci. U.S.A. 85:3014), vaccinia virus 
system (Chakrabarty et al., Mol. Cell Biol. 5:3403 (1985) or other efficient DNA 
delivery systems (Yates et al., Nature 313:812 (1985)) known to those skilled in the 
art. These references are exemplary only and are hereby incorporated by reference. 
In order to specifically deliver or transfect cells which are abnormally proliferating 
and spare non-dividing cells, it is preferable to utilize a retrovirus, or adenoviral (as 
described in the art and elsewhere herein) delivery system known to those of skill in 
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the art. Since host DNA replication is required for retroviral DNA to integrate and 
the retrovirus will be unable to self replicate due to the lack of the retrovirus genes 
needed for its life cycle. Utilizing such a retroviral delivery system for 
polynucleotides of the present invention will target said gene and constructs to 

5 abnormally proliferating cells and will spare the non-dividing normal cells. 

The polynucleotides of the present invention may be delivered directly to cell 
proliferative disorder/disease sites in internal organs, body cavities and the like by use 
of imaging devices used to guide an injecting needle directly to the disease site. The 
polynucleotides of the present invention may also be administered to disease sites at 

10 the time of surgical intervention. 

By "cell proliferative disease" is meant any human or animal disease or 
disorder, affecting any one or any combination of organs, cavities, or body parts, 
which is characterized by single or multiple local abnormal proliferations of cells, 
groups of cells, or tissues, whether benign or malignant. 

15 Any amount of the polynucleotides of the present invention may be 

administered as long as it has a biologically inhibiting effect on the proliferation of 
the treated cells. Moreover, it is possible to administer more than one of the 
polynucleotide of the present invention simultaneously to the same site. By 
"biologically inhibiting" is meant partial or total growth inhibition as well as 

20 decreases in the rate of proliferation or growth of the cells. The biologically 

inhibitory dose may be determined by assessing the effects of the polynucleotides of 
the present invention on target malignant or abnormally proliferating cell growth in 
tissue culture, tumor growth in animals and cell cultures, or any other method known 
to one of ordinary skill in the art. 

25 The present invention is further directed to antibody-based therapies which 

involve administering of anti-polypeptides and anti-polynucleotide antibodies to a 
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mammalian, preferably human, patient for treating, preventing, and/or diagnosing one 
or more of the described diseases, disorders, and/or conditions. Methods for 
producing anti-polypeptides and anti-polynucleotide antibodies polyclonal and 
monoclonal antibodies are described in detail elsewhere herein. Such antibodies may 
5 be provided in pharmaceutical^ acceptable compositions as known in the art or as 
described herein. 

A summary of the ways in which the antibodies of the present invention may 
be used therapeutically includes binding polynucleotides or polypeptides of the 
present invention locally or systemically in the body or by direct cytotoxicity of the 

10 antibody, e.g. as mediated by complement (CDC) or by effector cells (ADCC). Some 
of these approaches are described in more detail below. Armed with the teachings 
provided herein, one of ordinary skill in the art will know how to use the antibodies of 
the present invention for diagnostic, monitoring or therapeutic purposes without 
undue experimentation. 

15 In particular, the antibodies, fragments and derivatives of the present invention 

are useful for treating, preventing, and/or diagnosing a subject having or developing 
cell proliferative and/or differentiation diseases, disorders, and/or conditions as 
described herein. Such treatment comprises administering a single or multiple doses 
of the antibody, or a fragment, derivative, or a conjugate thereof. 

20 The antibodies of this invention may be advantageously utilized in 

combination with other monoclonal or chimeric antibodies, or with lymphokines or 
hematopoietic growth factors, for example, which serve to increase the number or 
activity of effector cells which interact with the antibodies. 

It is preferred to use high affinity and/or potent in vivo inhibiting and/or 

25 neutralizing antibodies against polypeptides or polynucleotides of the present 
invention, fragments or regions thereof, for both immunoassays directed to and 
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therapy of diseases, disorders, and/or conditions related to polynucleotides or 
polypeptides, including fragements thereof, of the present invention. Such antibodies, 
fragments, or regions, will preferably have an affinity for polynucleotides or 
polypeptides, including fragements thereof. Preferred binding affinities include those 

5 with a dissociation constant or Kd less than 5X10**M, lff*M, 5Xlff 7 M, 10" 7 M, 5X10 
8 M, 10*M,5X10 9 M, 10 9 M,5X10'°M, 10 I0 M, 5X10 n M, 10 !, M, 5X10* ,2 M, 10 I2 M, 
5Xia ,3 M, 10 l3 M, 5X10 ,4 M, I0 l4 M, 5X10* I5 M, and 10 I5 M. 

Moreover, polypeptides of the present invention are useful in inhibiting the 
angiogenesis of proliferative cells or tissues, either alone, as a protein fusion, or in 

10 combination with other polypeptides directly or indirectly, as described elsewhere 
herein. In a most preferred embodiment, said anti-angiogenesis effect may be 
achieved indirectly, for example, through the inhibition of hematopoietic, tumor- 
specific cells, such as tumor-associated macrophages (See Joseph IB, et al. J Natl 
Cancer Inst, 90(21): 1648-53 (1998), which is hereby incorporated by reference). 

15 Antibodies directed to polypeptides or polynucleotides of the present invention may 
also result in inhibition of angiogenesis directly, or indirectly (See Witte L, et al., 
Cancer Metastasis Rev. 17(2): 155-61 (1998), which is hereby incorporated by 
reference)). 

Polypeptides, including protein fusions, of the present invention, or fragments 
20 thereof may be useful in inhibiting proliferative cells or tissues through the induction 
of apoptosis. Said polypeptides may act either directly, or indirectly to induce 
apoptosis of proliferative cells and tissues, for example in the activation of a death- 
domain receptor, such as tumor necrosis factor (TNF) receptor- 1, CD95 (Fas/APO-1), 
TNF-receptor-related apoptosis-mediated protein (TRAMP) and TNF-related 
25 apoptosis-inducing ligand (TRAIL) receptor-1 and -2 (See Schulze-Osthoff K, etal., 
Eur J Biochem 254<3):439-59 (1998), which is hereby incorporated by reference). 
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Moreover, in another preferred embodiment of the present invention, said 
polypeptides may induce apoptosis through other mechanisms, such as in the 
activation of other proteins which will activate apoptosis, or through stimulating the 
expression of said proteins, either alone or in combination with small molecule drugs 
5 or adjuviants, such as apoptonin, galectins, thioredoxins, antiinflammatory proteins 
(See for example, Mutat Res 400(1 -2):447-55 (1998), Med Hypotheses.50(5):423-33 
(1998), Chem Biol Interact. Apr 24;1 1 1-1 12:23-34 (1998), J Mol Med.76(6):402-12 
(1998), Int J Tissue React;20(l):3-15 (1998), which are all hereby incorporated by 
reference). 

10 Polypeptides, including protein fusions to, or fragments thereof, of the present 

invention are useful in inhibiting the metastasis of proliferative cells or tissues. 
Inhibition may occur as a direct result of administering polypeptides, or antibodies 
directed to said polypeptides as described elsewere herein, or indirectly, such as 
activating the expression of proteins known to inhibit metastasis, for example alpha 4 

15 integrins, (See, e.g., CurrTop Microbiol Immunol 1 998;231: 125-41, which is hereby 
incorporated by reference). Such thereapeutic affects of the present invention may be 
achieved either alone, or in combination with small molecule drugs or adjuvants. 

In another embodiment, the invention provides a method of delivering 
compositions containing the polypeptides of the invention (e.g., compositions 

20 containing polypeptides or polypeptide antibodes associated with heterologous 
polypeptides, heterologous nucleic acids, toxins, or prodrugs) to targeted cells 
expressing the polypeptide of the present invention. Polypeptides or polypeptide 
antibodes of the invention may be associated with with heterologous polypeptides, 
heterologous nucleic acids, toxins, or prodrugs via hydrophobic, hydrophilic, ionic 

25 and/or covalent interactions. 
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Polypeptides, protein fusions to, or fragments thereof, of the present invention are 
useful in enhancing the immunogenicity and/or antigenicity of proliferating cells or 
tissues, either directly, such as would occur if the polypeptides of the present 
invention 'vaccinated* the immune response to respond to proliferative antigens and 
5 immunogens, or indirectly, such as in activating the expression of proteins known to 
enhance the immune response (e.g. chemokines), to said antigens and immunogens. 

Cardiovascular Disorders 

Polynucleotides or polypeptides, or agonists or antagonists of the invention 

10 may beused to treat, prevent, and/or diagnose cardiovascular diseases, disorders, 
and/or .conditions, including peripheral artery disease, such as limb ischemia. 

Cardiovascular diseases, disorders, and/or conditions include cardiovascular 
abnormalities, such as arterio-arterial fistula, arteriovenous fistula, cerebral 
arteriovenous malformations, congenital heart defects, pulmonary atresia, and 

15 Scimitar Syndrome. Congenital heart defects include aortic coarctation, cor 

triatriatum, coronary vessel anomalies, crisscross heart, dextrocardia, patent ductus 
arteriosus, Ebstein's anomaly, Eisenmenger complex, hypoplastic left heart syndrome, 
levocardia, tetralogy of fallot, transposition of great vessels, double outlet right 
ventricle, tricuspid atresia, persistent truncus arteriosus, and heart septal defects, such 

20 as aortopulmonary septal defect, endocardial cushion defects, Lutembacher's 
Syndrome, trilogy of Fallot, ventricular heart septal defects. 

Cardiovascular diseases, disorders, and/or conditions also include heart 
disease, such as arrhythmias, carcinoid heart disease, high cardiac output, low cardiac 
output, cardiac tamponade, endocarditis (including bacterial), heart aneurysm, cardiac 

25 arrest, congestive heart failure, congestive cardiomyopathy, paroxysmal dyspnea, 
cardiac edema, heart hypertrophy, congestive cardiomyopathy, left ventricular 
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hypertrophy, right ventricular hypertrophy, post-infarction heart rupture, ventricular 
septal rupture, heart valve diseases, myocardial diseases, myocardial ischemia, 
pericardial effusion, pericarditis (including constrictive and tuberculous), 
pneumopericardium, postpericardiotomy syndrome, pulmonary heart disease, 
rheumatic heart disease, ventricular dysfunction, hyperemia, cardiovascular 
pregnancy complications, Scimitar Syndrome, cardiovascular syphilis, and 
cardiovascular tuberculosis. 

Arrhythmias include sinus arrhythmia, atrial fibrillation, atrial flutter, 
bradycardia, extrasystole, Adams-Stokes Syndrome, bundle-branch block, sinoatrial 
block, long QT syndrome, parasystole, Lown-Ganong-Levine Syndrome, Mahaim- 
type pre excitation syndrome, Wolff-Parkinson-White syndrome, sick sinus 
syndrome, tachycardias, and ventricular fibrillation. Tachycardias include 
paroxysmal tachycardia, supraventricular tachycardia, accelerated idioventricular 
rhythm, atrioventricular nodal reentry tachycardia, ectopic atrial tachycardia, ectopic 
junctional tachycardia, sinoatrial nodal reentry tachycardia, sinus tachycardia, 
Torsades de Pointes, and ventricular tachycardia. 

Heart valve disease include aortic valve insufficiency, aortic valve stenosis, 
hear murmurs, aortic valve prolapse, mitral valve prolapse, tricuspid valve prolapse, 
mitral valve insufficiency, mitral valve stenosis, pulmonary atresia, pulmonary valve 
insufficiency, pulmonary valve stenosis, tricuspid atresia, tricuspid valve 
insufficiency, and tricuspid valve stenosis. 

Myocardial diseases include alcoholic cardiomyopathy, congestive 
cardiomyopathy, hypertrophic cardiomyopathy, aortic subvalvular stenosis, 
pulmonary subvalvular stenosis, restrictive cardiomyopathy, Chagas cardiomyopathy, 
endocardial fibroelastosis, endomyocardial fibrosis, Kearns Syndrome, myocardial 
reperfusion injury, and myocarditis. 
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Myocardial ischemias include coronary disease, such as angina pectoris, 
coronary aneurysm, coronary arteriosclerosis, coronary thrombosis, coronary 
vasospasm, myocardial infarction and myocardial stunning. 

Cardiovascular diseases also include vascular diseases such as aneurysms, 

5 angiodysplasia, angiomatosis, bacillary angiomatosis, Hippel-Lindau Disease, 

Klippel-Trenaunay- Weber Syndrome, Sturge-Weber Syndrome, angioneurotic edema, 
aortic diseases, Takayasu's Arteritis, aortitis, Leriche's Syndrome, arterial occlusive 
diseases, arteritis, enarteritis, polyarteritis nodosa, cerebrovascular diseases, disorders, 
and/or conditions, diabetic angiopathies, diabetic retinopathy, embolisms, thrombosis, 

10 erythromelalgia, hemorrhoids, hepatic veno-occlusive disease, hypertension, 
hypotension, ischemia, peripheral vascular diseases, phlebitis, pulmonary veno- 
occlusive disease, Raynaud's disease, CREST syndrome, retinal vein occlusion, 
Scimitar syndrome, superior vena cava syndrome, telangiectasia, atacia telangiectasia, 
hereditary hemorrhagic telangiectasia, varicocele, varicose veins, varicose ulcer, 

IS vasculitis, and venous insufficiency. 

Aneurysms include dissecting aneurysms, false aneurysms, infected 
aneurysms, ruptured aneurysms, aortic aneurysms, cerebral aneurysms, coronary 
aneurysms, heart aneurysms, and iliac aneurysms. 

Arterial occlusive diseases include arteriosclerosis, intermittent claudication, 

20 carotid stenosis, fibromuscular dysplasias, mesenteric vascular occlusion, Moyamoya 
disease, renal artery obstruction, retinal artery occlusion, and thromboangiitis 
obliterans. 

Cerebrovascular diseases, disorders, and/or conditions include carotid artery 
diseases, cerebral amyloid angiopathy, cerebral aneurysm, cerebral anoxia, cerebral 
25 arteriosclerosis, cerebral arteriovenous malformation, cerebral artery diseases, 
cerebral embolism and thrombosis, carotid artery thrombosis, sinus thrombosis, 
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Wallenberg's syndrome, cerebral hemorrhage, epidural hematoma, subdural 
hematoma, subaraxhnoid hemorrhage, cerebral infarction, cerebral ischemia 
(including transient), subclavian steal syndrome, periventricular leukomalacia, 
vascular headache, cluster headache, migraine, and vertebrobasilar insufficiency. 

5 Embolisms include air embolisms, amniotic fluid embolisms, cholesterol 

embolisms, blue toe syndrome, fat embolisms, pulmonary embolisms, and 
thromoboembolisms. Thrombosis include coronary thrombosis, hepatic vein 
thrombosis, retinal vein occlusion, carotid artery thrombosis, sinus thrombosis, 
Wallenberg's syndrome, and thrombophlebitis. 

10 Ischemia includes cerebral ischemia, ischemic colitis, compartment 

syndromes, anterior compartment syndrome, myocardial ischemia, reperfusion 
injuries, and peripheral limb ischemia. Vasculitis includes aortitis, arteritis, Behcet's 
Syndrome, Churg-Strauss Syndrome, mucocutaneous lymph node syndrome, 
thromboangiitis obliterans, hypersensitivity vasculitis, Schoenlein-Henoch purpura, 

15 allergic cutaneous vasculitis, and Wegener's granulomatosis. 

Polynucleotides or polypeptides, or agonists or antagonists of the invention, 
are especially effective for the treatment of critical limb ischemia and coronary 
disease. 

Polypeptides may be administered using any method known in the art, 
20 including, but not limited to, direct needle injection at the delivery site, intravenous 
injection, topical administration, catheter infusion, biolistic injectors, particle 
accelerators, gelfoam sponge depots, other commercially available depot materials, 
osmotic pumps, oral or suppositorial solid pharmaceutical formulations, decanting or 
topical applications during surgery, aerosol delivery. Such methods are known in the 
25 art. Polypeptides of the invention may be administered as part of a Therapeutic, 
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described in more detail below. Methods of delivering polynucleotides of the 
invention are described in more detail herein. 

Anti-AflgiQgenesis Activity 

5 The naturally occurring balance between endogenous stimulators and 

inhibitors of angiogenesis is one in which inhibitory influences predominate. 
Rastinejad et al„ Cell 56:345-355 (1989). In those rare instances in which 
neovascularization occurs under normal physiological conditions, such as wound 
healing, organ regeneration, embryonic development, and female reproductive 

10 processes, angiogenesis is stringendy regulated and spatially and temporally 

delimited. Under conditions of pathological angiogenesis such as that characterizing 
solid tumor growth, these regulatory controls fail. Unregulated angiogenesis becomes 
pathologic and sustains progression of many neoplastic and non-neoplastic diseases. 
A number of serious diseases are dominated by abnormal neovascularization 

15 including solid tumor growth and metastases, arthritis, some types of eye diseases, 
disorders, and/or conditions, and psoriasis. See, e.g., reviews by Moses et aL t 
Biotech, 9:630-634 (1991); Folkman et al. f N. Engl J. Med., 335:1757-1763 (1995); 
Auerbach et al, J. Microvasc. Res. 29:401-41 1 (1985); Folkman, Advances in 
Cancer Research, eds. Klein and Weinhouse, Academic Press, New York, pp. 175- 

20 203 (1985); Patz, Am. J. OpthalmoL 94:715-743 (1982); and Folkman et aL, Science 
227:719-725 (1983). In a number of pathological conditions, the process of 
angiogenesis contributes to the disease state. For example, significant data have 
accumulated which suggest that the growth of solid tumors is dependent on 
angiogenesis. Folkman and Klagsbrun, Science 255:442-447 (1987). 

25 The present invention provides for treatment of diseases, disorders, and/or 

conditions associated with neovascularization by administration of the 
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polynucleotides and/or polypeptides of the invention, as well as agonists or 
antagonists of the present invention. Malignant and metastatic conditions which can 
be treated with the polynucleotides and polypeptides, or agonists or antagonists of the 
invention include, but are not limited to, malignancies, solid tumors, and cancers 
5 described herein and otherwise known in the art (for a review of such disorders, see 
Fishman et al, Medicine, 2d Ed., J. B. Lippincott Co., Philadelphia (1985)).Thus, the 
present invention provides a method of treating, preventing, and/or diagnosing an 
angiogenesis-related disease and/or disorder, comprising administering to an 
individual in need thereof a therapeutically effective amount of a polynucleotide, 

10 polypeptide, antagonist and/or agonist of the invention. For example, 

polynucleotides, polypeptides, antagonists and/or agonists may be utilized in a variety 
of additional methods in order to therapeutically treat or prevent a cancer or tumor. 
Cancers which may be treated, prevented, and/or diagnosed with polynucleotides, 
polypeptides, antagonists and/or agonists include, but are not limited to solid tumors, 

15 including prostate, lung, breast, ovarian, stomach, pancreas, larynx, esophagus, testes, 
liver, parotid, biliary tract, colon, rectum, cervix, uterus, endometrium, kidney, 
bladder, thyroid cancer; primary tumors and metastases; melanomas; glioblastoma; 
Kaposi's sarcoma; leiomyosarcoma; non- small cell lung cancer; colorectal cancer; 
advanced malignancies; and blood born tumors such as leukemias. For example, 

20 polynucleotides, polypeptides, antagonists and/or agonists may be delivered topically, 
in order to treat or prevent cancers such as skin cancer, head and neck tumors, breast 
tumors, and Kaposi's sarcoma. 

Within yet other aspects, polynucleotides, polypeptides, antagonists and/or 
agonists may be utilized to treat superficial forms of bladder cancer by, for example, 

IS intravesical administration. Polynucleotides, polypeptides, antagonists and/or agonists 
may be delivered directly into the tumor, or near the tumor site, via injection or a 
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catheter. Of course, as the artisan of ordinary skill will appreciate, the appropriate 
mode of administration will vary according to the cancer to be treated. Other modes 
of delivery are discussed herein. 

Polynucleotides, polypeptides, antagonists and/or agonists may be useful in 

5 treating, preventing, and/or diagnosing other diseases, disorders, and/or conditions, 
besides cancers, which involve angiogenesis. These diseases, disorders, and/or 
conditions include, but are not limited to: benign tumors, for example hemangiomas, 
acoustic neuromas, neurofibromas, trachomas, and pyogenic granulomas; 
artheroscleric plaques; ocular angiogenic diseases, for example, diabetic retinopathy, 

10 retinopathy of prematurity, macular degeneration, corneal graft rejection, neovascular 
glaucoma, retrolental fibroplasia, rubeosis, retinoblastoma, uvietis and Pterygia 
(abnormal blood vessel growth) of the eye; rheumatoid arthritis; psoriasis; delayed 
wound healing; endometriosis; vasculogenesis; granulations; hypertrophic scars 
(keloids); nonunion fractures; scleroderma; trachoma; vascular adhesions; myocardial 

15 angiogenesis; coronary collaterals; cerebral collaterals; arteriovenous malformations; 
ischemic limb angiogenesis; Osier- Webber Syndrome; plaque neovascularization; 
telangiectasia; hemophiliac joints; angiofibroma; fibromuscular dysplasia; wound 
granulation; Crohn's disease; and atherosclerosis. 

For example, within one aspect of the present invention methods are provided 

20 for treating, preventing, and/or diagnosing hypertrophic scars and keloids, comprising 
the step of administering a polynucleotide, polypeptide, antagonist and/or agonist of 
the invention to a hypertrophic scar or keloid. 

Within one embodiment of the present invention polynucleotides, 
polypeptides, antagonists and/or agonists are directly injected into a hypertrophic scar 

25 or keloid, in order to prevent the progression of these lesions. This therapy is of 

particular value in the prophylactic treatment of conditions which are known to result 
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in the development of hypertrophic scars and keloids (e.g., burns), and is preferably 
initiated after the proliferative phase has had time to progress (approximately 14 days 
after the initial injury), but before hypertrophic scar or keloid development. As noted 

above, the present invention also provides methods for tr^tin« 

5 diagnosing neovascular diseases of the eye, including for example, corneal 
neovascularization, neovascular glaucoma, proliferative diabetic retinopathy, 
retrolental fibroplasia and macular degeneration. 

Moreover, Ocular diseases, disorders, and/or conditions associated with 
neovascularization which can be treated, prevented, and/or diagnosed with the 
10 polynucleotides and polypeptides of the present invention (including agonists and/or 
antagonists) include, but are not limited to: neovascular glaucoma, diabetic 
retinopathy, retinoblastoma, retrolental fibroplasia, uveitis, retinopathy of prematurity 
macular degeneration, corneal graft neovascularization, as well as other eye 
inflammatory diseases, ocular tumors and diseases associated with choroidal or iris 
5 neovascularization. See, e.g., reviews by Waltman et al., Am. J. Ophthal. 55:704-7 10 
(1978) and Gartner et al., Surv. Ophthal. 22:291 -3 12 (1978). 

Thus, within one aspect of the present invention methods are provided for 
treating or preventing neovascular diseases of the eye such as corneal 
neovascularization (including corneal graft neovascularization), comprising the step 
of administering to a patient a therapeutically effective amount of a compound (as 
described above) to the cornea, such that the formation of blood vessels is inhibited. 
Briefly, the cornea is a tissue which normally lacks blood vessels. In certain 
pathological conditions however, capillaries may extend into the cornea from the 
pericorneal vascular plexus of the limbus. When the cornea becomes vascularized, it 
also becomes clouded, resulting in a decline in the patient's visual acuity. Visual loss 
may become complete if the cornea completely opacities. A wide variety of 
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diseases, disorders, and/or conditions can result in corneal neovascularization, 
including for example, corneal infections (e.g., trachoma, herpes simplex keratitis, 
leishmaniasis and onchocerciasis), immunological processes (e.g., graft rejection and 
Stevens-Johnson's syndrome), alkali burns, trauma, inflammation (of any cause), 
5 toxic and nutritional deficiency states, and as a complication of wearing contact 
lenses. 

Within particularly preferred embodiments of the invention, may be prepared 
for topical administration in saline (combined with any of the preservatives and 
antimicrobial agents commonly used in ocular preparations), and administered in 

10 eyedrop form. The solution or suspension may be prepared in its pure form and 
administered several times daily. Alternatively, anti -angiogenic compositions, 
prepared as described above, may also be administered directly to the cornea. Within 
preferred embodiments, the anti-angiogenic composition is prepared with a muco- 
adhesive polymer which binds to cornea. Within further embodiments, the anti- 

15 angiogenic factors or anti-angiogenic compositions may be utilized as an adjunct to 
conventional steroid therapy. Topical therapy may also be useful prophylactically in 
corneal lesions which are known to have a high probability of inducing an angiogenic 
response (such as chemical burns). In these instances the treatment, likely in 
combination with steroids, may be instituted immediately to help prevent subsequent 

20 complications. 

Within other embodiments, the compounds described above may be injected 
directly into the corneal stroma by an ophthalmologist under microscopic guidance. 
The preferred site of injection may vary with the morphology of the individual lesion, 
but the goal of the administration would be to place the composition at the advancing 

25 front of the vasculature (i.e., interspersed between the blood vessels and the normal 
cornea). In most cases this would involve perilimbic corneal injection to "protect" the 
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cornea from the advancing blood vessels. This method may also be utilized shortly 
after a corneal insult in order to prophylactically prevent corneal neovascularization. 
In this situation the material could be injected in the perilimbic cornea interspersed 
between the corneal lesion and its undesired potential limbic blood supply. Such 
5 methods may also be utilized in a similar fashion to prevent capillary invasion of 

transplanted corneas. In a sustained-release form injections might only be required 2- 
3 times per year. A steroid could also be added to the injection solution to reduce 
inflammation resulting from the injection itself. 

Within another aspect of the present invention, methods are provided for 

10 treating or preventing neovascular glaucoma, comprising the step of administering to 
a patient a therapeutically effective amount of a polynucleotide, polypeptide, 
antagonist and/or agonist to the eye, such that the formation of blood vessels is 
inhibited. In one embodiment, the compound may be administered topically to the 
eye in order to treat or prevent early forms of neovascular glaucoma. Within other 

15 embodiments, the compound may be implanted by injection into the region of the 
anterior chamber angle. Within other embodiments, the compound may also be 
placed in any location such that the compound is continuously released into the 
aqueous humor. Within another aspect of the present invention, methods are provided 
for treating or preventing proliferative diabetic retinopathy, comprising the step of 

20 administering to a patient a therapeutically effective amount of a polynucleotide, 
polypeptide, antagonist and/or agonist to the eyes, such that the formation of blood 
vessels is inhibited. 

Within particularly preferred embodiments of the invention, proliferative 
diabetic retinopathy may be treated by injection into the aqueous humor or the 

25 vitreous, in order to increase the local concentration of the polynucleotide, 

polypeptide, antagonist and/or agonist in the retina. Preferably, this treatment should 
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be initiated prior to the acquisition of severe disease requiring photocoagulation. 

Within another aspect of the present invention, methods are provided for 
treating or preventing retrolental fibroplasia, comprising the step of administering to a 
patient a therapeutically effective amount of a polynucleotide, polypeptide, antagonist 

5 and/or agonist to the eye, such that the formation of blood vessels is inhibited. The 
compound may be administered topically, via intravitreous injection and/or via 
intraocular implants. 

Additionally, diseases, disorders, and/or conditions which can be treated, 
prevented, and/or diagnosed with the polynucleotides, polypeptides, agonists and/or 

10 agonists include, but are not limited to, hemangioma, arthritis, psoriasis, 

angiofibroma, atherosclerotic plaques, delayed wound healing, granulations, 
hemophilic joints, hypertrophic scars, nonunion fractures, Osier- Weber syndrome, 
pyogenic granuloma, scleroderma, trachoma, and vascular adhesions. 

Moreover, diseases, disorders, and/or conditions and/or states, which can be 

15 treated, prevented, and/or diagnosed with the the polynucleotides, polypeptides, 
agonists and/or agonists include, but are not limited to, solid tumors, blood bom 
tumors such as leukemias, tumor metastasis, Kaposi's sarcoma, benign tumors, for 
example hemangiomas, acoustic neuromas, neurofibromas, trachomas, and pyogenic 
granulomas, rheumatoid arthritis, psoriasis, ocular angiogenic diseases, for example, 

20 diabetic retinopathy, retinopathy of prematurity, macular degeneration, corneal graft 
rejection, neovascular glaucoma, retrolental fibroplasia, rubeosis, retinoblastoma, and 
uvietis, delayed wound healing, endometriosis, vascluogenesis, granulations, 
hypertrophic scars (keloids), nonunion fractures, scleroderma, trachoma, vascular 
adhesions, myocardial angiogenesis, coronary collaterals, cerebral collaterals, 

25 arteriovenous malformations, ischemic limb angiogenesis, Osier- Webber Syndrome, 
plaque neovascularization, telangiectasia, hemophiliac joints, angiofibroma 
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fibromuscular dysplasia, wound granulation, Crohn's disease, atherosclerosis, birth 
control agent by preventing vascularization required for embryo implantation 
controlling menstruation, diseases that have angiogenesis as a pathologic consequence 
such as cat scratch disease (Rochele 
Bartonellosis and bacillary angiomatosis. 

In one aspect of the birth control method, an amount of the compound 
sufficient to block embryo implantation is administered before or after intercourse and 
fertilization have occurred, thus providing an effective method of birth control, 
possibly a "morning after" method. Polynucleotides, polypeptides, agonists and/or 
agonists may also be used in controlling menstruation or administered as either a 
peritoneal lavage fluid or for peritoneal implantation in the treatment of 
endometriosis. 

Polynucleotides, polypeptides, agonists and/or agonists of the present 
invention may be incorporated into surgical sutures in order to prevent stitch 
granulomas. 

Polynucleotides, polypeptides, agonists and/or agonists may be utilized in a 
wide variety of surgical procedures. For example, within one aspect of the present 
invention a compositions (in the form of, for example, a spray or film) may be utilized 
to coat or spray an area prior to removal of a tumor, in order to isolate normal 
surrounding tissues from malignant tissue, and/or to prevent the spread of disease to 
surrounding tissues. Within other aspects of the present invention, compositions (e.g., 
in the form of a spray) may be delivered via endoscopic procedures in order to coat 
tumors, or inhibit angiogenesis in a desired locale. Within yet other aspects of the 
present invention, surgical meshes which have been coated with anti- angiogenic 
compositions of the present invention may be utilized in any procedure wherein a 
surgical mesh might be utilized. For example, within one embodiment of the 
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invention a surgical mesh laden with an anti-angiogenic composition may be utilized 
during abdominal cancer resection surgery (e.g., subsequent to colon resection) in 
order to provide support to the structure, and to release an amount of the anti- 
angiogenic factor. 

5 Within further aspects of the present invention, methods are provided for 

treating tumor excision sites, comprising administering a polynucleotide, polypeptide, 
agonist and/or agonist to the resection margins of a tumor subsequent to excision, 
such that the local recurrence of cancer and the formation of new blood vessels at the 
site is inhibited. Within one embodiment of the invention, the anti-angiogenic 

10 compound is administered directly to the tumor excision site (e.g., applied by 

swabbing, brushing or otherwise coating the resection margins of the tumor with the 
anti-angiogenic compound). Alternatively, the anti-angiogenic compounds may be 
incorporated into known surgical pastes prior to administration. Within particularly 
preferred embodiments of the invention, the anti-angiogenic compounds are applied 

15 after hepatic resections for malignancy, and after neurosurgical operations. 

Within one aspect of the present invention, polynucleotides, polypeptides, 
agonists and/or agonists may be administered to the resection margin of a wide 
variety of tumors, including for example, breast, colon, brain and hepatic tumors. For 
example, within one embodiment of the invention, anti-angiogenic compounds may 

20 be administered to the site of a neurological tumor subsequent to excision, such that 
the formation of new blood vessels at the site are inhibited. 

The polynucleotides, polypeptides, agonists and/or agonists of the present 
invention may also be administered along with other anti-angiogenic factors. 
Representative examples of other anti-angiogenic factors include: Anti-Invasive 

25 Factor, retinoic acid and derivatives thereof, paclitaxel, Suramin, Tissue Inhibitor of 
Metalloproteinase-l, Tissue Inhibitor of Metalloproteinase-2, Plasminogen Activator 
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Inhibitor- 1, Plasminogen Activator Inhibttor-2, and various forms of the lighter "d 
group" transition metals. 

Lighter "d group" transition metals include, for example, vanadium, 
molybdenum, tungsten, titanium, niobium, and tantalum species. Such transition 
5 metal species may form transition metal complexes. Suitable complexes of the 
above-mentioned transition metal species include oxo transition metal complexes. 

Representative examples of vanadium complexes include oxo vanadium 
complexes such as vanadate and vanadyl complexes. Suitable vanadate complexes 
include meta vanadate and orthovanadate complexes such as, for example, ammonium 

10 metavanadate, sodium metavanadate, and sodium orthovanadate. Suitable vanadyl 
complexes include, for example, vanadyl acetylacetonate and vanadyl sulfate 
including vanadyl sulfate hydrates such as vanadyl sulfate mono- and trihydrates. 

Representative examples of tungsten and molybdenum complexes also include 
oxo complexes. Suitable oxo tungsten complexes include tungstate and tungsten 

15 oxide complexes. Suitable tungstate complexes include ammonium tungstate, 

calcium tungstate, sodium tungstate dihydrate, and tungstic acid. Suitable tungsten 
oxides include tungsten (IV) oxide and tungsten (VI) oxide. Suitable oxo 
molybdenum complexes include molybdate, molybdenum oxide, and molybdenyl 
complexes. Suitable molybdate complexes include ammonium molybdate and its 

20 hydrates, sodium molybdate and its hydrates, and potassium molybdate and its 

hydrates. Suitable molybdenum oxides include molybdenum (VI) oxide, molybdenum 
(VI) oxide, and molybdic acid. Suitable molybdenyl complexes include, for example, 
molybdenyl acetylacetonate. Other suitable tungsten and molybdenum complexes 
include hydroxo derivatives derived from, for example, glycerol, tartaric acid, and 

25 sugars. 
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A wide variety of other anti-angiogenic factors may also be utilized within the 
context of the present invention. Representative examples include platelet factor 4; 
protamine sulphate; sulphated chitin derivatives (prepared from queen crab shells), 
(Murata et al., Cancer Res. 51:22-26, 1991); Sulphated Polysaccharide Peptidoglycan 

5 Complex (SP- PG) (the function of this compound may be enhanced by the presence 
of steroids such as estrogen, and tamoxifen citrate); Staurosporine; modulators of 
matrix metabolism, including for example, proline analogs, cishydroxyproline, d,L- 
3,4-dehydroproline, Thiaproline, alpha,alpha-dipyridyl, aminopropionitrile fumarate; 
4-propyl-5-(4-pyridinyl)-2(3H)-oxazolone; Methotrexate; Mitoxantrone; Heparin; 

10 Interferons; 2 Macroglobulin-serum; ChIMP-3 (Pavloff et al., J. Bio. Chem. 

267: 17321-17326, 1992); Chymostatin (Tomkinson et al., Biochem J. 286:475-480, 
1992); Cyclodextrin Tetradecasulfate; Eponemycin; Camptothecin; Fumagillin 
(Ingber et al., Nature 348:555-557, 1990); Gold Sodium Thiomalate ("GST"; 
Matsubara and Ziff, J. Clin. Invest 79:1440-1446, 1987); anticollagenase-serum; 

15 alpha2-antiplasmin (Holmes et al., J. Biol. Chem. 262(4): 1659-1664, 1987); 

Bisantrene (National Cancer Institute); Lobenzarit disodium (N-(2)-carboxyphenyI-4- 
chloroanthronilic acid disodium or "CCA"; Takeuchi et al., Agents Actions 36:312- 
316, 1992); Thalidomide; Angostatic steroid; AGM-1470; carboxynaminolmidazole; 
and metalloproteinase inhibitors such as BB94. 

20 

Diseases at the Cellular Level 

Diseases associated with increased cell survival or the inhibition of apoptosis 
that could be treated, prevented, and/or diagnosed by the polynucleotides or 
polypeptides and/or antagonists or agonists of the invention, include cancers (such as 
25 follicular lymphomas, carcinomas with p53 mutations, and hormone-dependent 

tumors, including, but not limited to colon cancer, cardiac tumors, pancreatic cancer, 
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melanoma, retinoblastoma, glioblastoma, lung cancer, intestinal cancer, testicular 
cancer, stomach cancer, neuroblastoma, myxoma, myoma, lymphoma, endothelioma, 
osteoblastoma, osteoclastoma, osteosarcoma, chondrosarcoma, adenoma, breast 

cancer, prostate cancer. Kannsi's car/'i-.m, _ . • 

, „ „ a „, alla ii >.ain.ci;, autoimmune diseases, 

5 disorders, and/or conditions (such as, multiple sclerosis, Sjogren's syndrome, 
Hashimoto's thyroiditis, biliary cirrhosis, Behcet's disease, Crohn's disease, 
polymyositis, systemic lupus erythematosus and immune-related glomerulonephritis 
and rheumatoid arthritis) and viral infections (such as herpes viruses, pox viruses and 
adenoviruses), inflammation, graft v. host disease, acute graft rejection, and chronic 
10 graft rejection. In preferred embodiments, the polynucleotides or polypeptides, and/or 
agonists or antagonists of the invention are used to inhibit growth, progression, and/or 
metasis of cancers, in particular those listed above. 

Additional diseases or conditions associated with increased cell survival that 
could be treated, prevented or diagnosed by the polynucleotides or polypeptides, or 
5 agonists or antagonists of the invention, include, but are not limited to, progression, 
and/or metastases of malignancies and related disorders such as leukemia (including 
acute leukemias (e.g., acute lymphocytic leukemia, acute myelocytic leukemia 
(including myeloblasts, promyelocyte myelomonocytic, monocytic, and 
erythroleukemia)) and chronic leukemias (e.g., chronic myelocytic (granulocytic) 
0 leukemia and chronic lymphocytic leukemia)), polycythemia vera, lymphomas (e.g., 
Hodgkin's disease and non-Hodgkin's disease), multiple myeloma, Waldenstrom's 
macroglobulinemia, heavy chain disease, and solid tumors including, but not limited 
to, sarcomas and carcinomas such as fibrosarcoma, myxosarcoma, liposarcoma, 
chondrosarcoma, osteogenic sarcoma, chordoma, angiosarcoma, endotheliosarcoma, 
lymphangiosarcoma, lymphangioendotheliosarcoma, synovioma, mesothelioma, 
Ewing's tumor, leiomyosarcoma, rhabdomyosarcoma, colon carcinoma, pancreatic 
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cancer, breast cancer, ovarian cancer, prostate cancer, squamous cell carcinoma, basal 
cell carcinoma, adenocarcinoma, sweat gland carcinoma, sebaceous gland carcinoma, 
papillary carcinoma, papillary adenocarcinomas, cystadenocarcinoma, medullary 
carcinoma, bronchogenic carcinoma, renal cell carcinoma, hepatoma, bile duct 

5 carcinoma, choriocarcinoma, seminoma, embryonal carcinoma, Wilm's tumor, 

cervical cancer, testicular tumor, lung carcinoma, small cell lung carcinoma, bladder 
carcinoma, epithelial carcinoma, glioma, astrocytoma, medulloblastoma, 
craniopharyngioma, ependymoma, pinealoma, hemangioblastoma, acoustic neuroma, 
oligodendroglioma, menangioma, melanoma, neuroblastoma, and retinoblastoma. 

10 Diseases associated with increased apoptosis that could be treated, prevented, 

and/or diagnosed by the polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, include AIDS; neurodegenerative diseases, disorders, 
and/or conditions (such as Alzheimer's disease, Parkinson's disease, Amyotrophic 
lateral sclerosis, Retinitis pigmentosa, Cerebellar degeneration and brain tumor or 

15 prior associated disease); autoimmune diseases, disorders, and/or conditions (such as, 
multiple sclerosis, Sjogren's syndrome, Hashimoto's thyroiditis, biliary cirrhosis, 
Behcet's disease, Crohn's disease, polymyositis, systemic lupus erythematosus and 
immune-related glomerulonephritis and rheumatoid arthritis) myelodysplastic 
syndromes (such as aplastic anemia), graft v. host disease, ischemic injury (such as 

20 that caused by myocardial infarction, stroke and reperfusion injury), liver injury (e.g., 
hepatitis related liver injury, ischemia/reperfusion injury, cholestosis (bile duct injury) 
and liver cancer); toxin-induced liver disease (such as that caused by alcohol), septic 
shock, cachexia and anorexia. 
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WQ und Healing and Epithelial Cell Proliferation 

In accordance with yet a further aspect of the present invention, there is 
provided a process for utilizing the polynucleotides or polypeptides, and/or agonists 
or antagonists of the invention, for therapeutic purposes, for example, to stimulate 
epithelial cell proliferation and basal keratinocytes for the purpose of wound healing, 
and to stimulate hair follicle production and healing of dermal wounds. 
Polynucleotides or polypeptides, as well as agonists or antagonists of the invention, 
may be clinically useful in stimulating wound healing including surgical wounds, 
excisional wounds, deep wounds involving damage of the dermis and epidermis, eye 
tissue wounds, dental tissue wounds, oral cavity wounds, diabetic ulcers, dermal 
ulcers, cubitus ulcers, arterial ulcers, venous stasis ulcers, burns resulting from heat 
exposure or chemicals, and other abnormal wound healing conditions such as uremia, 
malnutrition, vitamin deficiencies and complications associted with systemic 
treatment with steroids, radiation therapy and antineoplastic drugs and 
antimetabolites. Polynucleotides or polypeptides, and/or agonists or antagonists of 
the invention, could be used to promote dermal reestablishment subsequent to dermal 
loss 

The polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could be used to increase the adherence of skin grafts to a wound bed and 
to stimulate re-epithelialization from the wound bed. The following are a non- 
exhaustive list of grafts that polynucleotides or polypeptides, agonists or antagonists 
of the invention, could be used to increase adherence to a wound bed: autografts, 
artificial skin, allografts, autodermic graft, autoepdermic grafts, avacular grafts, Blair- 
Brown grafts, bone graft, brephoplastic grafts, cutis graft, delayed graft, dermic graft, 
epidermic graft, fascia graft, full thickness graft, heterologous graft, xenograft, 
homologous graft, hyperplastic graft, lamellar graft, mesh graft, mucosal graft, Oilier- 
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Thiersch graft, omenpal graft, patch graft, pedicle graft, penetrating graft, split skin 
graft, thick split graft. The polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, can be used to promote skin strength and to improve the 
appearance of aged skin. 

5 It is believed that the polynucleotides or polypeptides, and/or agonists or 

antagonists of the invention, will also produce changes in hepatocyte proliferation, 
and epithelial cell proliferation in the lung, breast, pancreas, stomach, small intesting, 
and large intestine. The polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, could promote proliferation of epithelial cells such as 

10 sebocytes, hair follicles, hepatocytes, type II pneumocytes, mucin-producing goblet 
cells, and other epithelial cells and their progenitors contained within the skin, lung, 
liver, and gastrointestinal tract. The polynucleotides or polypeptides, and/or agonists 
or antagonists of the invention, may promote proliferation of endothelial cells, 
keratinocytes, and basal keratinocytes. 

1 5 The polynucleotides or polypeptides, and/or agonists or antagonists of the 

invention, could also be used to reduce the side effects of gut toxicity that result from 
radiation, chemotherapy treatments or viral infections. The polynucleotides or 
polypeptides, and/or agonists or antagonists of the invention, may have a 
cytoprotective effect on the small intestine mucosa. The polynucleotides or 

20 polypeptides, and/or agonists or antagonists of the invention, may also stimulate 
healing of mucositis (mouth ulcers) that result from chemotherapy and viral 
infections. 

The polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could further be used in full regeneration of skin in full and partial 
25 thickness skin defects, including burns, (i.e., repopulation of hair follicles, sweat 

glands, and sebaceous glands), treatment of other skin defects such as psoriasis. The 
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polynucleotides or polypeptides, and/or agonists or antagonists of the invention, could 
be used to treat epidermolysis bullosa, a defect in adherence of the epidermis to the 
underlying dermis which results in frequent, open and painful blisters by accelerating 
reepithelialization of these lesions. The polynucleotides or polypeptides, and/or 

5 agonists or antagonists of the invention, could also be used to treat gastric and 
doudenal ulcers and help heal by scar formation of the mucosal lining and 
regeneration of glandular mucosa and duodenal mucosal lining more rapidly. 
Inflamamatory bowel diseases, such as Crohn's disease and ulcerative colitis, are 
diseases which result in destruction of the mucosal surface of the small or large 

10 intestine, respectively. Thus, the polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, could be used to promote the resurfacing of the mucosal 
surface to aid more rapid healing and to prevent progression of inflammatory bowel 
disease. Treatment with the polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, is expected to have a significant effect on the production 

15 of mucus throughout the gastrointestinal tract and could be used to protect the 

intestinal mucosa from injurious substances that are ingested or following surgery. 
The polynucleotides or polypeptides, and/or agonists or antagonists of the invention, 
could be used to treat diseases associate with the under expression of the 
polynucleotides of the invention. 

20 Moreover, the polynucleotides or polypeptides, and/or agonists or antagonists of 

the invention, could be used to prevent and heal damage to the lungs due to various 
pathological states. A growth factor such as the polynucleotides or polypeptides, 
and/or agonists or antagonists of the invention, which could stimulate proliferation 
and differentiation and promote the repair of alveoli and brochiolar epithelium to 

25 prevent or treat acute or chronic lung damage. For example, emphysema, which 
results in the progressive loss of aveoli, and inhalation injuries, i.e., resulting from 
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smoke inhalation and bums, that cause necrosis of the bronchiolar epithelium and 
alveoli could be effectively treated, prevented, and/or diagnosed using the 
polynucleotides or polypeptides, and/or agonists or antagonists of the invention. 
Also, the polynucleotides or polypeptides, and/or agonists or antagonists of the 

5 invention, could be used to stimulate the proliferation of and differentiation of type II 
pneumocytes, which may help treat or prevent disease such as hyaline membrane 
diseases, such as infant respiratory distress syndrome and bronchopulmonary 
displasia, in premature infants. 

The polynucleotides or polypeptides, and/or agonists or antagonists of the 

1 0 invention, could stimulate the proliferation and differentiation of hepatocytes and, 
thus, could be used to alleviate or treat liver diseases and pathologies such as 
fulminant liver failure caused by cirrhosis, liver damage caused by viral hepatitis and 
toxic substances (i.e., acetaminophen, carbon tetraholoride and other hepatotoxins 
known in the art). 

15 In addition, the polynucleotides or polypeptides, and/or agonists or antagonists 

of the invention, could be used treat or prevent the onset of diabetes mellitus. In 
patients with newly diagnosed Types I and II diabetes, where some islet cell function 
remains, the polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could be used to maintain the islet function so as to alleviate, delay or 

20 prevent permanent manifestation of the disease. Also, the polynucleotides or 
polypeptides, and/or agonists or antagonists of the invention, could be used as an 
auxiliary in islet cell transplantation to improve or promote islet cell function. 

25 Neurological Diseases 
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Nervous system diseases, disorders, and/or conditions, which can be treated, 
prevented, and/or diagnosed with the compositions of the invention (e.g., 
polypeptides, polynucleotides, and/or agonists or antagonists), include, but are not 
limited to, nervous system injuries., and diseases, disorders, and/or conditions which 

5 result in either a disconnection of axons, a diminution or degeneration of neurons, or 
demyelination. Nervous system lesions which may be treated, prevented, and/or 
diagnosed in a patient (including human and non-human mammalian patients) 
according to the invention, include but are not limited to, the following lesions of 
either the central (including spinal cord, brain) or peripheral nervous systems: (1) 

10 ischemic lesions, in which a lack of oxygen in a portion of the nervous system results 
in neuronal injury or death, including cerebral infarction or ischemia, or spinal cord 
infarction or ischemia; (2) traumatic lesions, including lesions caused by physical 
injury or associated with surgery, for example, lesions which sever a portion of the 
nervous system, or compression injuries; (3) malignant lesions, in which a portion of 

15 the nervous system is destroyed or injured by malignant tissue which is either a 
nervous system associated malignancy or a malignancy derived from non-nervous 
system tissue; (4) infectious lesions, in which a portion of the nervous system is 
destroyed or injured as a result of infection, for example, by an abscess or associated 
with infection by human immunodeficiency virus, herpes zoster, or herpes simplex 

20 virus or with Lyme disease, tuberculosis, syphilis; (5) degenerative lesions, in which 
a portion of the nervous system is destroyed or injured as a result of a degenerative 
process including but not limited to degeneration associated with Parkinson's disease, 
Alzheimer's disease, Huntington's chorea, or amyotrophic lateral sclerosis (ALS); (6) 
lesions associated with nutritional diseases, disorders, and/or conditions, in which a 

25 portion of the nervous system is destroyed or injured by a nutritional disorder or 
disorder of metabolism including but not limited to, vitamin B 1 2 deficiency, folic 
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acid deficiency, Wernicke disease, tobacco-alcohol amblyopia, Marchiafava-Bignami 
disease (primary degeneration of the corpus callosum), and alcoholic cerebellar 
degeneration; (7) neurological lesions associated with systemic diseases including, 
but not limited to, diabetes (diabetic neuropathy, Bell's palsy), systemic lupus 

5 erythematosus, carcinoma, or sarcoidosis; (8) lesions caused by toxic substances 
including alcohol, lead, or particular neurotoxins; and (9) demyelinated lesions in 
which a portion of the nervous system is destroyed or injured by a demyelinating 
disease including, but not limited to, multiple sclerosis, human immunodeficiency 
virus-associated myelopathy, transverse myelopathy or various etiologies, progressive 

10 multifocal leukoencephalopathy, and central pontine myelinolysis. 

In a preferred embodiment, the polypeptides, polynucleotides, or agonists or 
antagonists of the invention are used to protect neural cells from the damaging effects 
of cerebral hypoxia. According to this embodiment, the compositions of the 
invention are used to treat, prevent, and/or diagnose neural cell injury associated with 

15 cerebral hypoxia. In one aspect of this embodiment, the polypeptides, 

polynucleotides, or agonists or antagonists of the invention are used to treat, prevent, 
and/or diagnose neural cell injury associated with cerebral ischemia. In another 
aspect of this embodiment, the polypeptides, polynucleotides, or agonists or 
antagonists of the invention are used to treat, prevent, and/or diagnose neural cell 

20 injury associated with cerebral infarction. In another aspect of this embodiment, the 
polypeptides, polynucleotides, or agonists or antagonists of the invention are used to 
treat, prevent, and/or diagnose or prevent neural cell injury associated with a stroke. 
In a further aspect of this embodiment, the polypeptides, polynucleotides, or agonists 
or antagonists of the invention are used to treat, prevent, and/or diagnose neural cell 

25 injury associated with a heart attack. 
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The compositions of the invention which are useful for treating or preventing 
a nervous system disorder may be selected by testing for biological activity in 
promoting the survival or differentiation of neurons. For example, and not by way of 
limitation, compositions of the invention which elicit any of the following effects may 
be useful according to the invention: (1) increased survival time of neurons in culture; 
(2) increased sprouting of neurons in culture or in vivo; (3) increased production of a 
neuron-associated molecule in culture or in vivo, e.g., choline acetyltransferase or 
acetylcholinesterase with respect to motor neurons; or (4) decreased symptoms of 
neuron dysfunction in vivo. Such effects may be measured by any method known in 
the art. In preferred, non-limiting embodiments, increased survival of neurons may 
routinely be measured using a method set forth herein or otherwise known in the art, 
such as, for example, the method set forth in Arakawa et al. (J. Neurosci. 
10:3507-3515 (1990)); increased sprouting of neurons may be detected by methods 
known in the art, such as, for example, the methods set forth in Pestronk et al. (Exp. 
Neurol. 70:65-82 (1980)) or Brown et al. (Ann. Rev. Neurosci. 4:17-42 (1981)); 
increased production of neuron-associated molecules may be measured by bioassay, 
enzymatic assay, antibody binding, Northern blot assay, etc., using techniques known 
in the art and depending on the molecule to be measured; and motor neuron 
dysfunction may be measured by assessing the physical manifestation of motor 
neuron disorder, e.g., weakness, motor neuron conduction velocity, or functional 
disability. 

In specific embodiments, motor neuron diseases, disorders, and/or conditions 
that may be treated, prevented, and/or diagnosed according to the invention include, 
but are not limited to, diseases, disorders, and/or conditions such as infarction, 
infection, exposure to toxin, trauma, surgical damage, degenerative disease or 
malignancy that may affect motor neurons as well as other components of the nervous 
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system, as well as diseases, disorders, and/or conditions that selectively affect neurons 
such as amyotrophic lateral sclerosis, and including, but not limited to, progressive 
spinal muscular atrophy, progressive bulbar palsy, primary lateral sclerosis, infantile 
and juvenile muscular atrophy, progressive bulbar paralysis of childhood (Fazio- 
5 Londe syndrome), poliomyelitis and the post polio syndrome, and Hereditary 
Motorsensory Neuropathy (Charcot-Marie-Tooth Disease). 

Infectious Disease 

A polypeptide or polynucleotide and/or agonist or antagonist of the present 

10 invention can be used to treat, prevent, and/or diagnose infectious agents. For 

example, by increasing the immune response, particularly increasing the proliferation 
and differentiation of B and/or T cells, infectious diseases may betreated, prevented, 
and/or diagnosed. The immune response may be increased by either enhancing an 
existing immune response, or by initiating a new immune response. Alternatively, 

15 polypeptide or polynucleotide and/or agonist or antagonist of the present invention 
may also directly inhibit the infectious agent, without necessarily eliciting an immune 
response. 

Viruses are one example of an infectious agent that can cause disease or 
symptoms that can be treated, prevented, and/or diagnosed by a polynucleotide or 

20 polypeptide and/or agonist or antagonist of the present invention. Examples of 
viruses, include, but are not limited to Examples of viruses, include, but are not 
limited to the following DNA and RNA viruses and viral families: Arbovirus, 
Adenoviridae, Arenaviridae, Arterivirus, Birnaviridae, Bunyaviridae, Caliciviridae, 
Circoviridae, Corona viridae, Dengue, EBV, HIV, Flaviviridae, Hepadnaviridae 

25 (Hepatitis), Herpesviridae (such as, Cytomegalovirus, Herpes Simplex, Herpes 
Zoster), Mononegavirus (e.g., Paramyxoviridae, Morbillivirus, Rhabdoviridae), 
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Orthomyxoviridae (e.g.. Influenza A, Influenza B, and parainfluenza), Papiloma 
virus, Papovaviridae, Parvoviridae, Picornaviridae, Poxviridae (such as Smallpox or 
Vaccinia), Reoviridae (e.g.. Rotavirus), Retroviridae (HTLV-I, HTLV-II, Lentivirus), 
and Togaviridae (e.g., Rubivirus). Viruses failing within these families can cause a 
variety of diseases or symptoms, including, but not limited to: arthritis, bronchiolitis, 
respiratory syncytial virus, encephalitis, eye infections (e.g., conjunctivitis, keratitis), 
chronic fatigue syndrome, hepatitis (A, B, C, E, Chronic Active, Delta), Japanese B 
encephalitis, Junin, Chikungunya, Rift Valley fever, yellow fever, meningitis, 
opportunistic infections (e.g., AIDS), pneumonia, Burkitt's Lymphoma, chickenpox, 
hemorrhagic fever, Measles, Mumps, Parainfluenza, Rabies, the common cold, Polio, 
leukemia, Rubella, sexually transmitted diseases, skin diseases (e.g., Kaposi's, warts), 
and viremia. polynucleotides or polypeptides, or agonists or antagonists of the 
invention, can be used to treat, prevent, and/or diagnose any of these symptoms or 
diseases. In specific embodiments, polynucleotides, polypeptides, or agonists or 
antagonists of the invention are used to treat, prevent, and/or diagnose: meningitis, 
Dengue, EBV, and/or hepatitis (e.g., hepatitis B). In an additional specific 
embodiment polynucleotides, polypeptides, or agonists or antagonists of the invention 
are used to treat patients nonresponsive to one or more other commercially available 
hepatitis vaccines. In a further specific embodiment polynucleotides, polypeptides, or 
agonists or antagonists of the invention are used to treat, prevent, and/or diagnose 
AIDS. 

Similarly, bacterial or fungal agents that can cause disease or symptoms and 
that can be treated, prevented, and/or diagnosed by a polynucleotide or polypeptide 
and/or agonist or antagonist of the present invention include, but not limited to, 
include, but not limited to, the following Gram-Negative and Gram-positive bacteria 
and bacterial families and fungi: Actinomycetales (e.g., Corynebacterium, 
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Mycobacterium, Norcardia), Cryptococcus neoformans, Aspergillosis, Bacillaceae 
(e.g., Anthrax, Clostridium), Bacteroidaceae, Blastomycosis, Bordetella, Borrelia 
(e.g., Borrelia burgdorferi), Brucellosis, Candidiasis, Campylobacter, 
Coccidioidomycosis, Cryptococcosis, Dermatocycoses, E. coli (e.g., Enterotoxigenic 

5 E. coli and Enterohemorrhagic E. coli), Enterobacteriaceae (Klebsiella, Salmonella 
(e.g., Salmonella typhi, and Salmonella paratyphi), Serratia, Yersinia), Erysipelothrix, 
Helicobacter, Legionellosis, Leptospirosis, Listeria, Mycoplasmatales, 
Mycobacterium leprae, Vibrio cholerae, Neisseriaceae (e.g., Acinetobacter, 
Gonorrhea, Menigococcal), Meisseria meningitidis, Pasteurellacea Infections (e.g., 

10 Actinobacillus, Heamophilus (e.g., Heamophilus influenza type B), Pasteurella), 
Pseudomonas, Rickettsiaceae, Chlamydiaceae, Syphilis, Shigella spp., 
Staphylococcal, Meningiococcal, Pneumococcal and Streptococcal (e.g., 
Streptococcus pneumoniae and Group B Streptococcus). These bacterial or fungal 
families can cause the following diseases or symptoms, including, but not limited to: 

15 bacteremia, endocarditis, eye infections (conjunctivitis, tuberculosis, uveitis), 
gingivitis, opportunistic infections (e.g., AIDS related infections), paronychia, 
prosthesis-related infections, Reiter's Disease, respiratory tract infections, such as 
Whooping Cough or Empyema, sepsis, Lyme Disease, Cat-Scratch Disease, 
Dysentery, Paratyphoid Fever, food poisoning, Typhoid, pneumonia, Gonorrhea, 

20 meningitis (e.g., mengitis types A and B), Chlamydia, Syphilis, Diphtheria, Leprosy, 
Paratuberculosis, Tuberculosis, Lupus, Botulism, gangrene, tetanus, impetigo, 
Rheumatic Fever, Scarlet Fever, sexually transmitted diseases, skin diseases (e.g., 
cellulitis, dermatocycoses), toxemia, urinary tract infections, wound infections. 
Polynucleotides or polypeptides, agonists or antagonists of the invention, can be used 

25 to treat, prevent, and/or diagnose any of these symptoms or diseases. In specific 

embodiments, polynucleotides, polypeptides, agonists or antagonists of the invention 
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are used to treat, prevent, and/or diagnose: tetanus, Diptheria, botulism, and/or 
meningitis type B. 

Moreover, parasitic agents causing disease or symptoms that can be treated, 
prevented, and/or diagnosed by a polynucleotide or polypeptide and/or agonist or 

5 antagonist of the present invention include, but not limited to, the following families 
or class: Amebiasis, Babesiosis, Coccidiosis, Cryptosporidiosis, Dientamoebiasis, 
Dourine, Ectoparasitic, Giardiasis, Helminthiasis, Leishmaniasis, Theileriasis, 
Toxoplasmosis, Trypanosomiasis, and Trichomonas and Sporozoans (e.g., 
Plasmodium virax, Plasmodium falciparium, Plasmodium malariae and Plasmodium 

10 ovale). These parasites can cause a variety of diseases or symptoms, including, but 
not limited to: Scabies, Trombiculiasis, eye infections, intestinal disease (e.g., 
dysentery, giardiasis), liver disease, lung disease, opportunistic infections (e.g., AIDS 
related), malaria, pregnancy complications, and toxoplasmosis, polynucleotides or 
polypeptides, or agonists or antagonists of the invention, can be usedtotreat, prevent, 

15 and/or diagnose any of these symptoms or diseases. In specific embodiments, 

polynucleotides, polypeptides, or agonists or antagonists of the invention are used to 
treat, prevent, and/or diagnose malaria. 

Preferably, treatment or prevention using a polypeptide or polynucleotide 
and/or agonist or antagonist of the present invention could either be by administering 

20 an effective amount of a polypeptide to the patient, or by removing cells from the 
patient, supplying the cells with a polynucleotide of the present invention, and 
returning the engineered cells to the patient (ex vivo therapy). Moreover, the 
polypeptide or polynucleotide of the present invention can be used as an antigen in a 
vaccine to raise an immune response against infectious disease. 

25 



Re generation 
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A polynucleotide or polypeptide and/or agonist or antagonist of the present 
invention can be used to differentiate, proliferate, and attract cells, leading to the 
regeneration of tissues. (See, Science 276:59-87 (1997).) The regeneration of tissues 
could be used to repair, replace, or protect tissue damaged by congenital defects, 

5 trauma (wounds, bums, incisions, or ulcers), age, disease (e.g. osteoporosis, 

osteocatthritis, periodontal disease, liver failure), surgery, including cosmetic plastic 
surgery, fibrosis, reperfusion injury, or systemic cytokine damage. 

Tissues that could be regenerated using the present invention include organs 
(e.g., pancreas, liver, intestine, kidney, skin, endothelium), muscle (smooth, skeletal 

10 or cardiac), vasculature (including vascular and lymphatics), nervous, hematopoietic, 
and skeletal (bone, cartilage, tendon, and ligament) tissue. Preferably, regeneration 
occurs without or decreased scarring. Regeneration also may include angiogenesis. 

Moreover, a polynucleotide or polypeptide and/or agonist or antagonist of the 
present invention may increase regeneration of tissues difficult to heal. For example, 

15 increased tendon/ligament regeneration would quicken recovery time after damage. 
A polynucleotide or polypeptide and/or agonist or antagonist of the present invention 
could also be used prophylactically in an effort to avoid damage. Specific diseases 
that could be treated, prevented, and/or diagnosed include of tendinitis, carpal tunnel 
syndrome, and other tendon or ligament defects. A further example of tissue 

20 regeneration of non-healing wounds includes pressure ulcers, ulcers associated with 
vascular insufficiency, surgical, and traumatic wounds. 

Similarly, nerve and brain tissue could also be regenerated by using a 
polynucleotide or polypeptide and/or agonist or antagonist of the present invention to 
proliferate and differentiate nerve cells. Diseases that could be treated, prevented, 

25 and/or diagnosed using this method include central and peripheral nervous system 
diseases, neuropathies, or mechanical and traumatic diseases, disorders, and/or 
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conditions (e.g., spinal cord disorders, head trauma, cerebrovascular disease, and 
stoke). Specifically, diseases associated with peripheral nerve injuries, peripheral 
neuropathy (e.g., resulting from chemotherapy or other medical therapies), localized 
neuroDathies. and central nervnn* svctpm rlic^acpc « a i7h 0 ;m^ r v a: 

" "J *- yv.^.j 4 »i LiiVlil »v_i O UlitaiC, 

Parkinson's disease, Huntington's disease, amyotrophic lateral sclerosis, and Shy-. 
Drager syndrome), could all be treated, prevented, and/or diagnosed using the 
polynucleotide or polypeptide and/or agonist or antagonist of the present invention. 

Chemotaxis 

A polynucleotide or polypeptide and/or agonist or antagonist of the present 
invention may have chemotaxis activity. A chemotaxic molecule attracts or mobilizes 
cells (e.g., monocytes, fibroblasts, neutrophils, T-cells, mast cells, eosinophils, 
epithelial and/or endothelial cells) to a particular site in the body, such as 
inflammation, infection, or site of hyperproliferation. The mobilized cells can then 
fight off and/or heal the particular trauma or abnormality. 

A polynucleotide or polypeptide and/or agonist or antagonist of the present 
invention may increase chemotaxic activity of particular cells. These chemotactic 
molecules can then be used to treat, prevent, and/or diagnose inflammation, infection, 
hyperproliferative diseases, disorders, and/or conditions, or any immune system 
disorder by increasing the number of cells targeted to a particular location in the body. 
For example, chemotaxic molecules can be used to treat, prevent, and/or diagnose 
wounds and other trauma to tissues by attracting immune cells to the injured location. 
Chemotactic molecules of the present invention can also attract fibroblasts, which can 
be used to treat, prevent, and/or diagnose wounds. 

It is also contemplated that a polynucleotide or polypeptide and/or agonist or 
antagonist of the present invention may inhibit chemotactic activity. These molecules 
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could also be used totreat, prevent, and/or diagnose diseases, disorders, and/or 
conditions. Thus, a polynucleotide or polypeptide and/or agonist or antagonist of the 
present invention could be used as an inhibitor of chemotaxis. 

5 

Binding Activity 

A polypeptide of the present invention may be used to screen for molecules 
that bind to the polypeptide or for molecules to which the polypeptide binds. The 
binding of the polypeptide and the molecule may activate (agonist), increase, inhibit 
10 (antagonist), or decrease activity of the polypeptide or the molecule bound. Examples 
of such molecules include antibodies, oligonucleotides, proteins (e.g., receptors),or 
small molecules. 

Preferably, the molecule is closely related to the natural ligand of the 
polypeptide, e.g., a fragment of the ligand, or a natural substrate, a ligand, a structural 

IS or functional mimetic. (See, Coligan et al. f Current Protocols in Immunology 

l(2):Chapter 5 (1991).) Similarly, the molecule can be closely related to the natural 
receptor to which the polypeptide binds, or at least, a fragment of the receptor capable 
of being bound by the polypeptide (e.g., active site). In either case, the molecule can 
be rationally designed using known techniques. 

20 Preferably, the screening for these molecules involves producing appropriate 

cells which express the polypeptide, either as a secreted protein or on the cell 
membrane. Preferred cells include cells from mammals, yeast, Drosophila, or E. coli. 
Cells expressing the polypeptide (or cell membrane containing the expressed 
polypeptide) are then preferably contacted with a test compound potentially 

25 containing the molecule to observe binding, stimulation, or inhibition of activity of 
either the polypeptide or the molecule. 
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The assay may simply test binding of a candidate compound to the 
polypeptide, wherein binding is detected by a label, or in an assay involving 
competition with a labeled competitor. Further, the assay may test whether the 
candidate compound results in a signal generated by binding to the polypeptide. 

Alternatively, the assay can be carried out using cell-free preparations, 
polypeptide/molecule affixed to a solid support, chemical libraries, or natural product 
mixtures. The assay may also simply comprise the steps of mixing a candidate 
compound with a solution containing a polypeptide, measuring polypeptide/molecule 
activity or binding, and comparing the polypeptide/molecule activity or binding to a 
standard. 

Preferably, an ELISA assay can measure polypeptide level or activity in a 
sample (e.g., biological sample) using a monoclonal or polyclonal antibody. The 
antibody can measure polypeptide level or activity by either binding, directly or 
indirectly, to the polypeptide or by competing with the polypeptide for a substrate. 

Additionally, the receptor to which a polypeptide of the invention binds can be 
identified by numerous methods known to those of skill in the art, for example, ligand 
panning and FACS sorting (Coligan, et al., Current Protocols in Immun., 1(2), 
Chapter 5, (1991 )). For example, expression cloning is employed wherein 
polyadenylated RNA is prepared from a cell responsive to the polypeptides, for 
example, NIH3T3 cells which are known to contain multiple receptors for the FGF 
family proteins, and SC-3 cells, and a cDNA library created from this RNA is divided 
into pools and used to transfect COS cells or other cells that are not responsive to the 
polypeptides. Transfected cells which are grown on glass slides are exposed to the 
polypeptide of the present invention, after they have been labelled. The polypeptides 
can be labeled by a variety of means including iodination or inclusion of a recognition 
site for a site-specific protein kinase. 
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Following fixation and incubation, the slides are subjected to auto- 
radiographic analysis. Positive pools are identified and sub-pools are prepared and re- 
transfected using an iterative sub-pooling and re-screening process, eventually 
yielding a single clones that encodes the putative receptor. 
5 As an alternative approach for receptor identification, the labeled polypeptides 

can be photoaffinity linked with cell membrane or extract preparations that express 
the receptor molecule. Cross-linked material is resolved by PAGE analysis and 
exposed to X-ray film. The labeled complex containing the receptors of the 
polypeptides can be excised, resolved into peptide fragments, and subjected to protein 
10 microsequencing. The amino acid sequence obtained from microsequencing would 
be used to design a set of degenerate oligonucleotide probes to screen a cDNA library 
to identify the genes encoding the putative receptors. 

Moreover, the techniques of gene-shuffling, motif-shuffling, exon-shuffling, 
and/or codon-shuffling (collectively referred to as "DNA shuffling") may be 
15 employed to modulate the activities of polypeptides of the invention thereby 

effectively generating agonists and antagonists of polypeptides of the invention. See 
generally, U.S. Patent Nos. 5,605,793, 5,81 1,238, 5,830,721, 5,834,252, and 
5,837,458, and Patten, P. A., et al., Curr. Opinion Biotechnol. 8:724-33 (1997); 
Harayama, S. Trends Biotechnol. 16(2):76-82 (1998); Hansson, L. O., et al„ J. Mol. 
20 Biol. 287:265-76 (1999); and Lorenzo, M. M. and Blasco, R. Biotechniques 

24(2):308-13 (1998) (each of these patents and publications are hereby incorporated 
by reference). In one embodiment, alteration of polynucleotides and corresponding 
polypeptides of the invention may be achieved by DNA shuffling. DNA shuffling 
involves the assembly of two or more DNA segments into a desired polynucleotide 
25 sequence of the invention molecule by homologous, or site-specific, recombination. 
In another embodiment, polynucleotides and corresponding polypeptides of the 
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invention may be alterred by being subjected to random mutagenesis by error-prone 
PCR, random nucleotide insertion or other methods prior to recombination. In 
another embodiment, one or more components, motifs, sections, parts, domains, 
fragments, etc., of the polypeptides of the invention may be recombined with one or 

5 more components, motifs, sections, parts, domains, fragments, etc. of one or more 
heterologous molecules. In preferred embodiments, the heterologous molecules are 
family members. In further preferred embodiments, the heterologous molecule is a 
growth factor such as, for example, platelet-derived growth factor (PDGF), 
insulin-like growth factor (IGF-I), transforming growth factor (TGF)-alpha, epidermal 

10 growth factor (EGF), fibroblast growth factor (FGF), TGF-beta, bone morphogenetic 
protein (BMP)-2, BMP-4, BMP-5, BMP-6, BMP-7, activins A and B, 
decapentaplegic(dpp), 60A, OP-2, dorsalin, growth differentiation factors (GDFs), 
nodal, MIS, inhibin-alpha, TGF-beta 1 , TGF-beta2, TGF-beta3, TGF-beta5, and glial- 
derived neurotrophic factor (GDNF). 

15 Other preferred fragments are biologically active fragments of the 

polypeptides of the invention. Biologically active fragments are those exhibiting 
activity similar, but not necessarily identical, to an activity of the polypeptide. The 
biological activity of the fragments may include an improved desired activity, or a 
decreased undesirable activity. 

20 Additionally, this invention provides a method of screening compounds to 

identify those which modulate the action of the polypeptide of the present invention. 
An example of such an assay comprises combining a mammalian fibroblast cell, a the 
polypeptide of the present invention, the compound to be screened and 3|H] 
thymidine under cell culture conditions where the fibroblast cell would normally 

25 proliferate. A control assay may be performed in the absence of the compound to be 
screened and compared to the amount of fibroblast proliferation in the presence of the 
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compound to determine if the compound stimulates proliferation by determining the 
uptake of 3[H] thymidine in each case. The amount of fibroblast cell proliferation is 
measured by liquid scintillation chromatography which measures the incorporation of 
3[H] thymidine. Both agonist and antagonist compounds may be identified by this 
5 procedure. 

In another method, a mammalian cell or membrane preparation expressing a 
receptor for a polypeptide of the present invention is incubated with a labeled 
polypeptide of the present invention in the presence of the compound. The ability of 
the compound to enhance or block this interaction could then be measured. 

10 Alternatively, the response of a known second messenger system following 

interaction of a compound to be screened and the receptor is measured and the ability 
of the compound to bind to the receptor and elicit a second messenger response is 
measured to determine if the compound is a potential agonist or antagonist Such 
second messenger systems include but are not limited to, cAMP guanylate cyclase, 

15 ion channels or phosphoinositide hydrolysis. 

All of these above assays can be used as diagnostic or prognostic markers. 
The molecules discovered using these assays can be used to treat, prevent, and/or 
diagnose disease or to bring about a particular result in a patient (e.g., blood vessel 
growth) by activating or inhibiting the polypeptide/molecule. Moreover, the assays 

20 can discover agents which may inhibit or enhance the production of the polypeptides 
of the invention from suitably manipulated cells or tissues. Therefore, the invention 
includes a method of identifying compounds which bind to the polypeptides of the 
invention comprising the steps of: (a) incubating a candidate binding compound with 
the polypeptide; and (b) determining if binding has occurred. Moreover, the 

25 invention includes a method of identifying agonists/antagonists comprising the steps 
of: (a) incubating a candidate compound with the polypeptide, (b) assaying a 
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biological activity , and (b) determining if a biological activity of the polypeptide has 
been altered. 

Also, one could identify molecules bind a polypeptide of the invention 
experimentally by using the beta-pleated sheet regions contained in the polypeptide 
sequence of the protein. Accordingly, specific embodiments of the invention are 
directed to polynucleotides encoding polypeptides which comprise, or alternatively 
consist of, the amino acid sequence of each beta pleated sheet regions in a disclosed 
polypeptide sequence. Additional embodiments of the invention are directed to 
polynucleotides encoding polypeptides which comprise, or alternatively consist of, 
any combination or all of contained in the polypeptide sequences of the invention. 
Additional preferred embodiments of the invention are directed to polypeptides which 
comprise, or alternatively consist of, the amino acid sequence of each of the beta 
pleated sheet regions in one of the polypeptide sequences of the invention. Additional 
embodiments of the invention are directed to polypeptides which comprise, or 
alternatively consist of, any combination or all of the beta pleated sheet regions in one 
of the polypeptide sequences of the invention. 

Targeted Delivery 

In another embodiment, the invention provides a method of delivering 
compositions to targeted cells expressing a receptor for a polypeptide of the invention, 
or cells expressing a cell bound form of a polypeptide of the invention. 

As discussed herein, polypeptides or antibodies of the invention may be 
associated with heterologous polypeptides, heterologous nucleic acids, toxins, or 
prodrugs via hydrophobic, hydrophilic, ionic and/or covalent interactions. In one 
embodiment, the invention provides a method for the specific delivery of 
compositions of the invention to cells by administering polypeptides of the invention 
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(including antibodies) that arc associated with heterologous polypeptides or nucleic 
acids. In one example, the invention provides a method for delivering a therapeutic 
protein into the targeted cell. In another example, the invention provides a method for 
delivering a single stranded nucleic acid (e.g., antisense or ribozymes) or double 

5 stranded nucleic acid (e.g., DNA that can integrate into the cell's genome or replicate 
episomally and that can be transcribed) into the targeted cell. 

In another embodiment, the invention provides a method for the specific 
destruction of cells (e.g., the destruction of tumor cells) by administering polypeptides 
of the invention (e.g., polypeptides of the invention or antibodies of the invention) in 

10 association with toxins or cytotoxic prodrugs. 

By "toxin" is meant compounds that bind and activate endogenous cytotoxic 
effector systems, radioisotopes, holotoxins, modified toxins, catalytic subunits of 
toxins, or any molecules or enzymes not normally present in or on the surface of a cell 
that under defined conditions cause the cell's death. Toxins that may be used 

15 according to the methods of the invention include, but are not limited to, radioisotopes 
known in the art, compounds such as, for example, antibodies (or complement fixing 
containing portions thereof) that bind an inherent or induced endogenous cytotoxic 
effector system, thymidine kinase, endonuclease, RNAse, alpha toxin, ricin, abrin, 
Pseudomonas exotoxin A, diphtheria toxin, saporin, momordin, gelonin, pokeweed 

20 antiviral protein, alpha-sarcin and cholera toxin. By "cytotoxic prodrug" is meant a 
non-toxic compound that is converted by an enzyme, normally present in the cell, into 
a cytotoxic compound. Cytotoxic prodrugs that may be used according to the 
methods of the invention include, but are not limited to, glutamyl derivatives of 
benzoic acid mustard alkylating agent, phosphate derivatives of etoposide or 

25 mitomycin C, cytosine arabinoside, daunorubisin, and phenoxyacetamide derivatives 
of doxorubicin. 
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Drug Screening 

Further contemplated is the use of the polypeptides of the present invention, or 
the polynucleotides encoding thesp nnlvn^ntiH^e v^ ra * n f 1 i ,- , 

o I J w "viv^n i Wl IllUIC^UICb WlllCn 

modify the activities of the polypeptides of the present invention. Such a method 
would include contacting the polypeptide of the present invention with a selected 
compound(s) suspected of having antagonist or agonist activity, and assaying the 
activity of these polypeptides following binding. 

This invention is particularly useful for screening therapeutic compounds by 
using the polypeptides of the present invention, or binding fragments thereof, in any 
of a variety of drug screening techniques. The polypeptide or fragment employed in 
such a test may be affixed to a solid support, expressed on a cell surface, free in 
solution, or located intracellularly. One method of drug screening utilizes eukaryotic 
or prokaryotic host cells which are stably transformed with recombinant nucleic acids 
expressing the polypeptide or fragment. Drugs are screened against such transformed 
cells in competitive binding assays. One may measure, for example, the formulation 
of complexes between the agent being tested and a polypeptide of the present 



invention. 



Thus, the present invention provides methods of screening for drugs or any 
other agents which affect activities mediated by the polypeptides of the present 
invention. These methods comprise contacting such an agent with a polypeptide of the 
present invention or a fragment thereof and assaying for the presence of a complex 
between the agent and the polypeptide or a fragment thereof, by methods well known 
in the art. In such a competitive binding assay, the agents to screen are typically 
labeled. Following incubation, free agent is separated from that present in bound 
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form, and the amount of free or uncomplexed label is a measure of the ability of a 
particular agent to bind to the polypeptides of the present invention. 

Another technique for drug screening provides high throughput screening for 
compounds having suitable binding affinity to the polypeptides of the present 

5 invention, and is described in great detail in European Patent Application 84/03564, 
published on September 13, 1984, which is incorporated herein by reference herein. 
Briefly stated, large numbers of different small peptide test compounds are 
synthesized on a solid substrate, such as plastic pins or some other surface. The 
peptide test compounds are reacted with polypeptides of the present invention and 

10 washed. Bound polypeptides are then detected by methods well known in the art. 
Purified polypeptides are coated directly onto plates for use in the aforementioned 
drug screening techniques. In addition, non-neutralizing antibodies may be used to 
capture the peptide and immobilize it on the solid support. 

This invention also contemplates the use of competitive drug screening assays 

15 in which neutralizing antibodies capable of binding polypeptides of the present 

invention specifically compete with a test compound for binding to the polypeptides 
or fragments thereof. In this manner, the antibodies are used to detect the presence of 
any peptide which shares one or more antigenic epitopes with a polypeptide of the 
invention. 

20 

Antisense And Ribozvme f Anftigflrtfitsl 

In specific embodiments, antagonists according to the present invention are 
nucleic acids corresponding to the sequences contained in SEQ ID NO:X, or the 
complementary strand thereof, and/or to nucleotide sequences contained a deposited 
25 clone. In one embodiment, antisense sequence is generated internally by the 

organism, in another embodiment, the antisense sequence is separately administered 
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(see, for example, O'Connor, Neurochem., 56:560 (1991). Oligodeoxynucleotides as 
Anitsense Inhibitors of Gene Expression, CRC Press, Boca Raton, FL (1988). 
Antisense technology can be used to control gene expression through antisense DNA 
or RNA, or through triple-helix formation. Anti^n^ tPrhnin„, c o™ a„ a r„_ 

5 example, in Okano, Neurochem., 56:560 (1991); Oligodeoxynucleotides as Antisense 
Inhibitors of Gene Expression, CRC Press, Boca Raton, FL ( 1 988). Triple helix 
formation is discussed in, for instance, Lee et al.. Nucleic Acids Research, 6:3073 
(1979); Cooney et al., Science, 241:456 (1988); and Dervan et al., Science, 251:1300 
(1991). The methods are based on binding of a polynucleotide to a complementary 

0 DNA or RNA. 

For example, the use of c-myc and c-myb antisense RNA constructs to inhibit 
the growth of the non-lymphocytic leukemia cell line HL-60 and other cell lines was 
previously described. (Wickstrom et al. (1988); Anfossi et al. (1989)). These 
experiments were performed in vitro by incubating cells with the oligoribonucleotide. 
> A similar procedure for in vivo use is described in WO 91/15580. Briefly, a pair of 
oligonucleotides for a given antisense RNA is produced as follows: A sequence 
complimentary to the first 15 bases of the open reading frame is flanked by an EcoRl 
site on the 5 end and a HindHI site on the 3 end. Next, the pair of oligonucleotides is 
heated at 90°C for one minute and then annealed in 2X ligation buffer (20mM TRIS 
HCI pH 7.5, lOmM MgCI2, 10MM dithiothreitol (DTT) and 0.2 mM ATP) and then 
ligated to the EcoRl/Hind III site of the retroviral vector PMV7 (WO 91/15580). 

For example, the 5' coding portion of a polynucleotide that encodes the mature 
polypeptide of the present invention may be used to design an antisense RNA 
oligonucleotide of from about 10 to 40 base pairs in length. A DNA oligonucleotide 
is designed to be complementary to a region of the gene involved in transcription 
thereby preventing transcription and the production of the receptor. The antisense 
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RNA oligonucleotide hybridizes to the mRNA in vivo and bjocks translation of the 
mRNA molecule into receptor polypeptide. 

In one embodiment, the antisense nucleic acid of the invention is produced 
intracellularly by transcription from an exogenous sequence. For example, a vector or 

5 a portion thereof, is transcribed, producing an antisense nucleic acid (RNA) of the 
invention. Such a vector would contain a sequence encoding the antisense nucleic 
acid of the invention. Such a vector can remain episomal or become chromosomally 
integrated, as long as it can be transcribed to produce the desired antisense RNA. 
Such vectors can be constructed by recombinant DNA technology methods standard 

10 in the art. Vectors can be plasmid, viral, or others known in the art, used for 

replication and expression in vertebrate cells. Expression of the sequence encoding a 
polypeptide of the invention, or fragments thereof, can be by any promoter known in 
the art to act in vertebrate, preferably human cells. Such promoters can be inducible 
or constitutive. Such promoters include, but are not limited to, the SV40 early 

15 promoter region (Bernoist and Chambon, Nature, 29:304-310 (1981), the promoter 
contained in the 3' long terminal repeat of Rous sarcoma virus (Yamamoto et al., 
Cell, 22:787-797 (1980), the herpes thymidine promoter (Wagner et al., Proc. Natl. 
Acad. Sci. U.S.A., 78:1441-1445 (1981), the regulatory sequences of the 
metallothionein gene (Brinster et al., Nature, 296:39-42 (1982)), etc. 

20 The antisense nucleic acids of the invention comprise a sequence 

complementary to at least a portion of an RNA transcript of a gene of interest. 
However, absolute complementarity, although preferred, is not required. A sequence 
"complementary to at least a portion of an RNA," referred to herein, means a 
sequence having sufficient complementarity to be able to hybridize with the RNA, 

25 forming a stable duplex; in the case of double stranded antisense nucleic acids of the 
invention, a single strand of the duplex DNA may thus be tested, or triplex formation 
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may be assayed. The ability to hybridize will depend on both the degree of 
complementarity and the length of the antisense nucleic acid Generally, the larger the 
hybridizing nucleic acid, the more base mismatches with a RNA sequence of the 
invention it may contain and still form a stable duplex (or triplex as the case may be). 

5 One skilled in the art can ascertain a tolerable degree of mismatch by use of standard 
procedures to determine the melting point of the hybridized complex. 

Oligonucleotides that are complementary to the 5' end of the message, e.g., 
the 5' untranslated sequence up to and including the AUG initiation codon, should 
work most efficiently at inhibiting translation. However, sequences complementary 

10 to the 3' untranslated sequences of mRNAs have been shown to be effective at 
inhibiting translation of mRNAs as well. See generally, Wagner, R., Nature, 
372:333-335 (1994). Thus, oligonucleotides complementary to either the 5' - or 3' - 
non- translated, non-coding regions of a polynucleotide sequence of the invention 
could be used in an antisense approach to inhibit translation of endogenous mRNA. 

15 Oligonucleotides complementary to the 5' untranslated region of the mRNA should 
include the complement of the AUG start codon. Antisense oligonucleotides 
complementary to mRNA coding regions are less efficient inhibitors of translation but 
could be used in accordance with the invention. Whether designed to hybridize to the 
5' -, 3' - or coding region of mRNA, antisense nucleic acids should be at least six 

20 nucleotides in length, and are preferably oligonucleotides ranging from 6 to about 50 
nucleotides in length. In specific aspects the oligonucleotide is at least 10 
nucleotides, at least 17 nucleotides, at least 25 nucleotides or at least 50 nucleotides. 

The polynucleotides of the invention can be DNA or RNA or chimeric 
mixtures or derivatives or modified versions thereof, single-stranded or double- 

25 stranded. The oligonucleotide can be modified at the base moiety, sugar moiety, or 

phosphate backbone, for example, to improve stability of the molecule, hybridization. 
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etc. The oligonucleotide may include other appended groups such as peptides (e.g., 
for targeting host cell receptors in vivo), or agents facilitating transport across the cell 
membrane (see, e.g., Letsinger et al., Proc. Natl. Acad. Sci. U.S.A. 86:6553-6556 
(1989); Lemaitre et al., Proc. Natl. Acad. Sci., 84:648-652 (1987); PCT Publication 

5 NO: WO88/098 10, published December 15, 1988) or the blood-brain barrier (see, 
e.g., PCT Publication NO: WO89/10134, published April 25, 1988), hybridization- 
triggered cleavage agents. (See, e.g., Krol eta!., BioTechniques, 6:958-976 (1988)) 
or intercalating agents. (See, e.g., Zon, Pharm. Res., 5:539-549 (1988)). To this end, 
the oligonucleotide may be conjugated to another molecule, e.g., a peptide, 

10 hybridization triggered cross-linking agent, transport agent, hybridization-triggered 
cleavage agent, etc. 

The antisense oligonucleotide may comprise at least one modified base moiety 
which is selected from the group including, but not limited to, 5-fluorouracil, 
5-bromouracil, 5-chlorouracil, 5-iodouracil, hypoxanthine, xantine, 4-acetylcytosine, 

15 5-(carboxyhydroxylmethyI) uracil, 5-carboxymethylaminomethyl-2-thiouridine, 
5-carboxymethyIaminomethyIuracil, dihydrouracil, beta-D-galactosylqueosine, 
inosine, N6-isopentenyladenine, 1 -methyl guanine, 1 -methyl inosine, 
2,2-dimethylguanine, 2-methyladenine, 2-methylguanine, 3-methylcytosine, 
5-methyIcytosine, N6-adenine f 7-methylguanine, 5-methyIaminomethyluracil, 

20 5-methoxyaminomethyl-2-thiouracil, beta-D-mannosylqueosine, 

5'-methoxycarboxymethyluracil, 5-methoxyuracil, 2-methylthio-N6- 
isopenteny (adenine, uracil-5-oxyacetic acid (v), wybutoxosine, pseudouracil, 
queosine, 2-thiocytosine, 5-methyI-2-thiouracil, 2-thiouracii, 4-thiouracil, 
5-methyluracil, uracil-5-oxyacetic acid methylester, uracil-5-oxyacetic acid (v), 

25 5-methyl-2-thiouracil, 3-(3-amino-3-N-2-carboxypropyI) uracil, (acp3)w, and 
2,6-diaminopurine. 
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The antisense oligonucleotide may also comprise at least one modified sugar 
moiety selected from the group including, but not limited to, arabinose, 
2-fluoroarabinose, xylulose, and hexose. 

In yet another embodiment, the antisense oligonucleotide comprises at least 

5 one modified phosphate backbone selected from the group including, but not limited 
to, a phosphorothioate, a phosphorodithioate, a phosphoramidothioate, a 
phosphoramidate, a phosphordiamidate, a methyl phosphonate, an alkyl 
phosphotriester, and a formacetal or analog thereof. 

In yet another embodiment, the antisense oligonucleotide is an a-anomeric 

10 oligonucleotide. An a-anomeric oligonucleotide forms specific double-stranded 

hybrids with complementary RNA in which, contrary to the usual b-units, the strands 
run parallel to each other (Gautier et a!., Nucl. Acids Res., 15:6625-6641 (1987)). 
The oligonucleotide is a 2-0-methylribonucleotide (Inoue et al., Nucl. Acids Res., 
15:6131-6148 (1987)), or a chimeric RNA-DNA analogue (lnoue et aL, FEBS Lett. 

15 215:327-330(1987)). 

Polynucleotides of the invention may be synthesized by standard methods 
known in the art, e.g. by use of an automated DNA synthesizer (such as are 
commercially available from Biosearch, Applied Biosystems, etc.). As examples, 
phosphorothioate oligonucleotides may be synthesized by the method of Stein et al. 

20 (Nucl. Acids Res., 16:3209 (1988)), methylphosphonate oligonucleotides can be 
prepared by use of controlled pore glass polymer supports (Sarin et al., Proc. Natl. 
Acad. Sci. U.S.A., 85:7448-7451 (1988)), etc. 

While antisense nucleotides complementary to the coding region sequence of 
the invention could be used, those complementary to the transcribed untranslated 

25 region are most preferred. 
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Potential antagonists according to the invention also include catalytic RNA, or 
a ribozyme (See, e.g., PCT International Publication WO 90/1 1364, published 
October 4, 1990; Sarver et al, Science, 247: 1222-1225 ( 1990). While ribozymes that 
cleave mRNA at site specific recognition sequences can be used to destroy mRNAs 

5 corresponding to the polynucleotides of the invention, the use of hammerhead 

ribozymes is preferred. Hammerhead ribozymes cleave mRNAs at locations dictated 
by flanking regions that form complementary base pairs with the target mRNA. The 
sole requirement is that the target mRNA have the following sequence of two bases: 
5' -UG-3' . The construction and production of hammerhead ribozymes is well 

10 known in the art and is described more fully in Haseloff and Gerlach, Nature, 

334:585-591 (1988). There are numerous potential hammerhead ribozyme cleavage 
sites within each nucleotide sequence disclosed in the sequence listing. Preferably, 
the ribozyme is engineered so that the cleavage recognition site is located near the 5' 
end of the mRNA corresponding to the polynucleotides of the invention; i.e., to 

15 increase efficiency and minimize the intracellular accumulation of non-functional 
mRNA transcripts. 

As in the antisense approach, the ribozymes of the invention can be composed 
of modified oligonucleotides (e.g. for improved stability, targeting, etc.) and should 
be delivered to cells which express the polynucleotides of the invention in vivo. 

20 DNA constructs encoding the ribozyme may be introduced into the cell in the same 
manner as described above for the introduction of antisense encoding DNA. A 
preferred method of delivery involves using a DNA construct "encoding" the 
ribozyme under the control of a strong constitutive promoter, such as, for example, 
pol III or pol II promoter, so that transfected cells will produce sufficient quantities of 

25 the ribozyme to destroy endogenous messages and inhibit translation. Since 
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ribozymes unlike antisense molecules, are catalytic, a lower intracellular 
concentration is required for efficiency. 

Antagonist/agonist compounds may be employed to inhibit the cell growth 
and proliferation effects of the polypeptides of the present invention on neoplastic 
5 cells and tissues, i.e. stimulation of angiogenesis of tumors, and, therefore, retard or 
prevent abnormal cellular growth and proliferation, for example, in tumor formation 
or growth. 

The antagonist/agonist may also be employed to prevent hyper-vascular 
diseases, and prevent the proliferation of epithelial lens cells after extracapsular 
10 cataract surgery. Prevention of the mitogenic activity of the polypeptides of the 
present invention may also be desirous in cases such as restenosis after balloon 
angioplasty. 

The antagonist/agonist may also be employed to prevent the growth of scar 

tissue during wound healing. 
15 The antagonist/agonist may also be employed to treat, prevent, and/or 

diagnose the diseases described herein. 

Thus, the invention provides a method of treating or preventing 

diseases,disorders, and/or conditions, including but not limited to the diseases, 

disorders, and/or conditions listed throughout this application, associated with 
20 overexpression of a polynucleotide of the present invention by administering to a 

patient (a) an antisense molecule directed to the polynucleotide of the present 

invention, and/or (b) a ribozyme directed to the polynucleotide of the present 

invention. 

invention, and/or (b) a ribozyme directed to the polynucleotide of the present 
25 invention. 
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Other Activities 

The polypeptide of the present invention, as a result of the ability to stimulate 
vascular endothelial cell growth, may be employed in treatment for stimulating re- 
vascularization of ischemic tissues due to various disease conditions such as 
5 thrombosis, arteriosclerosis, and other cardiovascular conditions. These polypeptide 
may also be employed to stimulate angiogenesis and limb regeneration, as discussed 
above. 

The polypeptide may also be employed for treating wounds due to injuries, 
burns, post-operative tissue repair, and ulcers since they are mitogenic to various cells 
10 of different origins, such as fibroblast cells and skeletal muscle cells, and therefore, 
facilitate the repair or replacement of damaged or diseased tissue. 

The polypeptide of the present invention may also be employed stimulate 
neuronal growth and to treat, prevent, and/or diagnose neuronal damage which occurs 
in certain neuronal disorders or neurodegenerative conditions such as Alzheimer's 
15 disease, Parkinson's disease, and AIDS-related complex. The polypeptide of the 

invention may have the ability to stimulate chondrocyte growth, therefore, they may 
be employed to enhance bone and periodontal regeneration and aid in tissue 
transplants or bone grafts. 

The polypeptide of the present invention may be. also be employed to prevent 
20 skin aging due to sunburn by stimulating keratinocyte growth. 

The polypeptide of the invention may also be employed for preventing hair 
loss, since FGF family members activate hair-forming cells and promotes melanocyte 
growth. Along the same lines, the polypeptides of the present invention may be 
employed to stimulate growth and differentiation of hematopoietic cells and bone 
25 marrow cells when used in combination with other cytokines. 
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The polypeptide of the invention may also be employed to maintain organs 
before transplantation or for supporting cell culture of primary tissues. 

The polypeptide of the present invention may also be employed for inducing 

tissue Of mesodermal nrioln A\ff^ : , 

„.. fc .„ w uiii^itnuitic in cany emoryos. 

The polypeptide or polynucleotides and/or agonist or antagonists of the 
present invention may also increase or decrease the differentiation or proliferation of 
embryonic stem cells, besides, as discussed above, hematopoietic lineage. 

The polypeptide or polynucleotides and/or agonist or antagonists of the 
present invention may also be used to modulate mammalian characteristics, such as 
body height, weight, hair color, eye color, skin, percentage of adipose tissue, 
pigmentation, size, and shape (e.g., cosmetic surgery). Similarly, polypeptides or 
polynucleotides and/or agonist or antagonists of the present invention may be used to 
modulate mammalian metabolism affecting catabolism, anabolism, processing, 
utilization, and storage of energy. 

Polypeptide or polynucleotides and/or agonist or antagonists of the present 
invention may be used to change a mammal's mental state or physical state by 
influencing biorhythms, caricadic rhythms, depression (including depressive diseases, 
disorders, and/or conditions), tendency for violence, tolerance for pain, reproductive 
capabilities (preferably by Activin or Inhibin-like activity), hormonal or endocrine 
levels, appetite, libido, memory, stress, or other cognitive qualities. 

Polypeptide or polynucleotides and/or agonist or antagonists of the present 
invention may also be used as a food additive or preservative, such as to increase or 
decrease storage capabilities, fat content, lipid, protein, carbohydrate, vitamins, 
minerals, cofactors or other nutritional components. 
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Other Preferred Embodiments 

Other preferred embodiments of the claimed invention include an isolated 
nucleic acid molecule comprising a nucleotide sequence which is at least 95% 
identical to a sequence of at least about SO contiguous nucleotides in the nucleotide 
5 sequence of SEQ ID NO:X wherein X is any integer as defined in Table 1 . 

Also preferred is a nucleic acid molecule wherein said sequence of contiguous 
nucleotides is included in the nucleotide sequence of SEQ ID NO:X in the range of 
positions beginning with the nucleotide at about the position of the 5' Nucleotide of 
the Clone Sequence and ending with the nucleotide at about the position of the 3' 
10 Nucleotide of the Clone Sequence as defined for SEQ ID NO:X in Table 1. 

Also preferred is a nucleic acid molecule wherein said sequence of contiguous 
nucleotides is included in the nucleotide sequence of SEQ ID NO:X in the range of 
positions beginning with the nucleotide at about the position of the 5' Nucleotide of 
the Start Codon and ending with the nucleotide at about the position of the 3' 
15 Nucleotide of the Clone Sequence as defined for SEQ ID NO:X in Table 1. 

Similarly preferred is a nucleic acid molecule wherein said sequence of 
contiguous nucleotides is included in the nucleotide sequence of SEQ ID NO:X in the 
range of positions beginning with the nucleotide at about the position of the 5' 
Nucleotide of the First Amino Acid of the Signal Peptide and ending with the 
20 nucleotide at about the position of the 3' Nucleotide of the Clone Sequence as 
defined for SEQ ID NO:X in Table 1 . 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a sequence of at least about 150 
contiguous nucleotides in the nucleotide sequence of SEQ ID NO:X. 
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Further preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a sequence of at least about 500 
contiguous nucleotides in the nucleotide sequence of SEQ ID NO:X. 

A further preferred embodiment is a nucleic acid molecule comprising a 
5 nucleotide sequence which is at least 95% identical to the nucleotide sequence of SEQ 
ID NO:X beginning with the nucleotide at about the position of the 5' Nucleotide of 
the First Amino Acid of the Signal Peptide and ending with the nucleotide at about 
the position of the 3' Nucleotide of the Clone Sequence as defined for SEQ ID NO:X 
in Table 1. 

10 A further preferred embodiment is an isolated nucleic acid molecule 

comprising a nucleotide sequence which is at least 95% identical to the complete 

nucleotide sequence of SEQ ID NO:X. 

Also preferred is an isolated nucleic acid molecule which hybridizes under 

stringent hybridization conditions to a nucleic acid molecule, wherein said nucleic 
15 acid molecule which hybridizes does not hybridize under stringent hybridization 

conditions to a nucleic acid molecule having a nucleotide sequence consisting of only 

A residues or of only T residues. 

Also preferred is a composition of matter comprising a DNA molecule which 

comprises a human cDNA clone identified by a cDNA Clone Identifier in Table 1, 
20 which DNA molecule is contained in the material deposited with the American Type 

Culture Collection and given the ATCC Deposit Number shown in Table 1 for said 

cDNA Clone Identifier. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 

sequence which is at least 95% identical to a sequence of at least 50 contiguous 
25 nucleotides in the nucleotide sequence of a human cDNA clone identified by a cDNA 
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Clone Identifier in Table 1, which DNA molecule is contained in the deposit given the 
ATCC Deposit Number shown in Table 1. 

Also preferred is an isolated nucleic acid molecule, wherein said sequence of 
at least 50 contiguous nucleotides is included in the nucleotide sequence of the 
5 complete open reading frame sequence encoded by said human cDNA clone. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to sequence of at least 150 contiguous 
nucleotides in the nucleotide sequence encoded by said human cDNA clone. 

A further preferred embodiment is an isolated nucleic acid molecule 
10 comprising a nucleotide sequence which is at least 95% identical to sequence of at 
least 500 contiguous nucleotides in the nucleotide sequence encoded by said human 
cDNA clone. 

A further preferred embodiment is an isolated nucleic acid molecule 
comprising a nucleotide sequence which is at least 95% identical to the complete 

15 nucleotide sequence encoded by said human cDNA clone. 

A further preferred embodiment is a method for detecting in a biological 
sample a nucleic acid molecule comprising a nucleotide sequence which is at least 
95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from the group consisting of: a nucleotide sequence of SEQ ID NO:X 

20 wherein X is any integer as defined in Table 1; and a nucleotide sequence encoded by 
a human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1; which method comprises a step of comparing a nucleotide sequence of at least one 
nucleic acid molecule in said sample with a sequence selected from said group and 

25 determining whether the sequence of said nucleic acid molecule in said sample is at 
least 95% identical to said selected sequence. 
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A.so preferred is the above method wherein said step of comparing sequences 
compnses determining the extent of nuc.eic acid hybridization between nucleic acid 
mo.ecu.es in said sample and a nuc.eic acid mo.ecu.e comprising said sequence 

selected from said groijn Similar!,, r . ■ .. 

6 r ~ a -°H'^cncu is meaDove method wherein said 

5 step of comparing sequences is performed by comparing the nucleotide sequence 
determined from a nuc.eic acid molecule in said sample with said sequence selected 
from said group. The nuc.eic acid mo.ecu.es can comprise DNA mo.ecu.es or RNA 

molecules. 

A further preferred embodiment is a method for identifying the species, tissue 
10 or cel. type of a biologica. samp.e which method compnses a step of detecting nuc.eic 
acid mo.ecu.es in said samp.e, if any, comprising a nuc.eotide sequence that is a, .east 
95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from the group consisting of: a nucleotide sequence of SEQ ID NO:X 
wherein X is any integer as defined in Table 1 ; and a nucleotide sequence encoded by 
15 a human cDNA Cone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA Cone ,n Tab.e 
1. 

The method for identifying the species, tissue or cel. type of a biological 
sample can comprise a step of detecting nucleic acid molecules comprising a 
20 nucleotide sequence in a pane, of at .east two nuc.eotide sequences, wherein at .east 
one sequence in said panel is at least 95% identical to a sequence of at leas, 50 
contiguous nucleotides in a sequence selected from said group. 

Also preferred is a method for diagnosing in a subject a pathological condition 
associated with abnormal structure or expression of a gene encoding a secreted 
25 protein identified in Tab.e 1, which method comprises a step of detecting ,n a 
biological sample obtained from said subject nucleic acid molecules, if any. 
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comprising a nucleotide sequence that is at least 95% identical to a sequence of at 
least 50 contiguous nucleotides in a sequence selected from the group consisting of: a 
nucleotide sequence of SEQ ID NO:X wherein X is any integer as defined in Table 1 ; 
and a nucleotide sequence encoded by a human cDNA clone identified by a cDNA 

5 Clone Identifier in Table 1 and contained in the deposit with the ATCC Deposit 
Number shown for said cDNA clone in Table 1. 

The method for diagnosing a pathological condition can comprise a step of 
detecting nucleic acid molecules comprising a nucleotide sequence in a panel of at 
least two nucleotide sequences, wherein at least one sequence in said panel is at least 

10 95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from said group. 

Also preferred is a composition of matter comprising isolated nucleic acid 
molecules wherein the nucleotide sequences of said nucleic acid molecules comprise 
a panel of at least two nucleotide sequences, wherein at least one sequence in said 

15 panel is at least 95% identical to a sequence of at least 50 contiguous nucleotides in a 
sequence selected from the group consisting of: a nucleotide sequence of SEQ ID 
NO:X wherein X is any integer as defined in Table 1; and a nucleotide sequence 
encoded by a human cDN A clone identified by a cDNA Clone Identifier in Table 1 
and contained in the deposit with the ATCC Deposit Number shown for said cDNA 

20 clone in Table 1. The nucleic acid molecules can comprise DNA molecules or RNA 
molecules. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 90% identical to a sequence of at least about 10 contiguous amino acids in the 
amino acid sequence of SEQ ID NO: Y wherein Y is any integer as defined in Table 1 . 
25 Also preferred is a polypeptide, wherein said sequence of contiguous amino 

acids is included in the amino acid sequence of SEQ ID NO:Y in the range of 
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positions beginning with the residue at about the position of the First Amino Acid of 
the Secreted Portion and ending with the residue at about the Last Amino Acid of the 
Open Reading Frame as set forth for SEQ ID NO:Y in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
5 at least 95% identical to a sequence of at least about 30 contiguous amino acids in the 
amino acid sequence of SEQ ID NO:Y. 

Further preferred is an isolated polypeptide comprising an amino acid 
sequence at least 95% identical to a sequence of at least about 100 contiguous amino 
acids in the amino acid sequence of SEQ ID NO:Y. 
10 Further preferred is an isolated polypeptide comprising an amino acid 

sequence at least 95% identical to the complete amino acid sequence of SEQ ID 
NO:Y. 

Further preferred is an isolated polypeptide comprising an amino acid 
sequence at least 90% identical to a sequence of at least about 10 contiguous amino 
15 acids in the complete amino acid sequence of a secreted protein encoded by a human 
cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained in the 
deposit with the ATCC Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is a polypeptide wherein said sequence of contiguous amino 
acids is included in the amino acid sequence of a secreted portion of the secreted 
20 protein encoded by a human cDNA clone identified by a cDNA Clone Identifier in 
Table 1 and contained in the deposit with the ATCC Deposit Number shown for said 
cDNA clone in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to a sequence of at least about 30 contiguous amino acids in the 
25 amino acid sequence of the secreted portion of the protein encoded by a human cDNA 
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clone identified by a cDNA Clone Identifier in Table 1 and contained in the deposit 

with the ATCC Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 

at least 95% identical to a sequence of at least about 100 contiguous amino acids in 
5 the amino acid sequence of the secreted portion of the protein encoded by a human 

cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained in the 

deposit with the ATCC Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 

at least 95% identical to the amino acid sequence of the secreted portion of the protein 
10 encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 

and contained in the deposit with the ATCC Deposit Number shown for said cDNA 

clone in Table 1. 

Further preferred is an isolated antibody which binds specifically to a 
polypeptide comprising an amino acid sequence that is at least 90% identical to a 

15 sequence of at least 10 contiguous amino acids in a sequence selected from the group 
consisting of: an amino acid sequence of SEQ ID NO:Y wherein Y is any integer as 
defined in Table 1; and a complete amino acid sequence of a protein encoded by a 
human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 

20 1. 

Further preferred is a method for detecting in a biological sample a 
polypeptide comprising an amino acid sequence which is at least 90% identical to a 
sequence of at least 10 contiguous amino acids in a sequence selected from the group 
consisting of: an amino acid sequence of SEQ ID NO:Y wherein Y is any integer as 
25 defined in Table 1; and a complete amino acid sequence of a protein encoded by a 
human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
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in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1 ; which method comprises a step of comparing an amino acid sequence of at least 
one polypeptide molecule in said sample with a sequence selected from said group 
and determining whether the sequence of said polypeptide molecule in said sampie is 

5 at least 90% identical to said sequence of at least 10 contiguous amino acids. 

Also preferred is the above method wherein said step of comparing an amino 
acid sequence of at least one polypeptide molecule in said sample with a sequence 
selected from said group comprises determining the extent of specific binding of 
polypeptides in said sample to an antibody which binds specifically to a polypeptide 

10 comprising an amino acid sequence that is at least 90% identical to a sequence of at 
least 10 contiguous amino acids in a sequence selected from the group consisting of: 
an amino acid sequence of SEQ ID NO:Y wherein Y is any integer as defined in 
Table 1; and a complete amino acid sequence of a protein encoded by a human cDNA 
clone identified by a cDNA Clone Identifier in Table 1 and contained in the deposit 

15 with the ATCC Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is the above method wherein said step of comparing sequences 
is performed by comparing the amino acid sequence determined from a polypeptide 
molecule in said sample with said sequence selected from said group. 

Also preferred is a method for identifying the species, tissue or cell type of a 

20 biological sample which method comprises a step of detecting polypeptide molecules 
in said sample, if any, comprising an amino acid sequence that is at least 90% 
identical to a sequence of at least 10 contiguous amino acids in a sequence selected 
from the group consisting of: an amino acid sequence of SEQ ID NO:Y wherein Y is 
any integer as defined in Table 1 ; and a complete amino acid sequence of a secreted 

25 protein encoded by a human cDNA clone identified by a cDNA Clone Identifier in 
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Table I and contained in the deposit with the ATCC Deposit Number shown for said 
cDNA done in Table L 

Also preferred is the above method for identifying the species, tissue or cell 
type of a biological sample, which method comprises a step of detecting polypeptide 
5 molecules comprising an amino acid sequence in a panel of at least two amino acid 
sequences, wherein at least one sequence in said panel is at least 90% identical to a 
sequence of at least 10 contiguous amino acids in a sequence selected from the above 
group. 

Also preferred is a method for diagnosing in a subject a pathological condition 

10 associated with abnormal structure or expression of a gene encoding a secreted 
protein identified in Table 1, which method comprises a step of detecting in a 
biological sample obtained from said subject polypeptide molecules comprising an 
amino acid sequence in a panel of at least two amino acid sequences, wherein at least 
one sequence in said panel is at least 90% identical to a sequence of at least 10 

15 contiguous amino acids in a sequence selected from the group consisting of: an amino 
acid sequence of SEQ ID NO:Y wherein Y is any integer as defined in Table 1; and a 
complete amino acid sequence of a secreted protein encoded by a human cDNA clone 
identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with the 
ATCC Deposit Number shown for said cDNA clone in Table 1. 

20 In any of these methods, the step of detecting said polypeptide molecules 

includes using an antibody. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a nucleotide sequence encoding a 
polypeptide wherein said polypeptide comprises an amino acid sequence that is at 

25 least 90% identical to a sequence of at least 10 contiguous amino acids in a sequence 
selected from the group consisting of: an amino acid sequence of SEQ ID NO: Y 



WO HO/61628 



P(T/i;SOO/09070 



259 

wherein Y is any integer as defined in Table 1; and a complete amino acid sequence 
of a secreted protein encoded by a human cDNA clone identified by a cDNA Clone 
Identif ier in Table 1 and contained in the deposit with the ATCC Deposit Number 
shown for said cDNA clone in Table 1 . 

5 Also preferred is an isolated nucleic acid molecule, wherein said nucleotide 

sequence encoding a polypeptide has been optimized for expression of said 
polypeptide in a prokaryotic host. 

Also preferred is an isolated nucleic acid molecule, wherein said polypeptide 
comprises an amino acid sequence selected from the group consisting of: an amino 

10 acid sequence of SEQ ID NO: Y wherein Y is any integer as defined in Table 1 ; and a 
complete amino acid sequence of a secreted protein encoded by a human cDNA clone 
identified by a cDNA Clone Identifier in Table I and contained in the deposit with the 
ATCC Deposit Number shown for said cDNA clone in Table 1. 

Further preferred is a method of making a recombinant vector comprising 

15 inserting any of the above isolated nucleic acid molecule into a vector. Also preferred 
is the recombinant vector produced by this method. Also preferred is a method of 
making a recombinant host cell comprising introducing the vector into a host cell, as 
well as the recombinant host cell produced by this method. 

Also preferred is a method of making an isolated polypeptide comprising 

20 culturing this recombinant host cell under conditions such that said polypeptide is 

expressed and recovering said polypeptide. Also preferred is this method of making 
an isolated polypeptide, wherein said recombinant host cell is a eukaryotic cell and 
said polypeptide is a secreted portion of a human secreted protein comprising an 
amino acid sequence selected from the group consisting of: an amino acid sequence of 

25 SEQ ID NO: Y beginning with the residue at the position of the First Amino Acid of 
the Secreted Portion of SEQ ID NO:Y wherein Y is an integer set forth in Table 1 and 
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said position of the First Amino Acid of the Secreted Portion of SEQ ID NO:Y is 
defined in Table 1 ; and an amino acid sequence of a secreted portion of a protein 
encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 
and contained in the deposit with the ATCC Deposit Number shown for said cDNA 

5 clone in Table 1. The isolated polypeptide produced by this method is also preferred. 
Also preferred is a method of treatment of an individual in need of an 
increased level of a secreted protein activity, which method comprises administering 
to such an individual a pharmaceutical composition comprising an amount of an 
isolated polypeptide, polynucleotide, or antibody of the claimed invention effective to 

10 increase the level of said protein activity in said individual. 

The above-recited applications have uses in a wide variety of hosts. Such 
hosts include, but are not limited to, human, murine, rabbit, goat, guinea pig, camel, 
horse, mouse, rat, hamster, pig, micro-pig, chicken, goat, cow, sheep, dog, cat, non- 
human primate, and human. In specific embodiments, the host is a mouse, rabbit, 

15 goat, guinea pig, chicken, rat, hamster, pig, sheep, dog or cat. In preferred 

embodiments, the host is a mammal. In most preferred embodiments, the host is a 
human. 

In specific embodiments of the invention, for each "Contig ID" listed in the 
fourth column of Table 2, preferably excluded are one or more polynucleotides 

20 comprising, or alternatively consisting of, a nucleotide sequence referenced in the 
fifth column of Table 2 and described by the general formula of a-b, whereas a and b 
are uniquely determined for the corresponding SEQ ID NO:X referred to in column 3 
of Table 2. Further specific embodiments are directed to polynucleotide sequences 
excluding one, two, three, four, or more of the specific polynucleotide sequences 

25 referred to in the fifth column of Table 2. In no way is this listing meant to encompass 
all of the sequences which may be excluded by the general formula, it is just a 
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representative example. All references available through these accessions are hereby 
incorporated by reference in their entirety. 



TABLE 2 



Gene No. 

4 

14 

17 


cDNA Clone 
ID 

HSATR50 
HTXD017 
HTXDK09 


NT 
SEQ 
ID 

NO: 
X 
14 

24 
27 


Contig ID 

826398 
843388 


Public Accession Numbers 
R77837, N32524 

W92862, W9286LAA064689 AA0^7 


18 
29 
31 


HSSDQ20 
HNFDY09 
HLTC022 


28 
39 
41 


754079 
824813 
843300 
780428 


AA058515 

AA012835 

T18984 

H20959, H20999, H45390, H4539I, N46842 

N47I61, AA045204, AA058800, AA132743 * 

AA243280. AA243281 


35 


HSLCI86 


45 


737626 


T81474, T81659, R96340, H48566 H48741 
H50779, H68474, H75362, N80635 W38462 
N90061 


4] 


HTOJZ18 


51 


844388 


T50392, W84744, W84799, AA485910 
AA486515 T AA676634 T T95858, T95864 



5 
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Having generally described the invention, the same will be more readily 
understood by reference to the following examples, which are provided by way of 
illustration and are not intended as limiting. 



Examples 

Example h isolation of a Selected cPNA Clone From the Peposited Sample 

Each cDNA clone in a cited ATCC deposit is contained in a plasmid vector. 
10 Table 1 identifies the vectors used to construct the cDNA library from which each 
clone was isolated. In many cases, the vector used to construct the library is a phage 
vector from which a plasmid has been excised. The table immediately below 
correlates the related plasmid for each phage vector used in constructing the cDNA 
library. For example, where a particular clone is identified in Table 1 as being 
15 isolated in the vector "Lambda Zap," the corresponding deposited clone is in 
"pBluescript" 

Vector Used to Construct Library 

Plasmid 

Lambda Zap 
20 Uni-Zap XR 

Zap Express 

lafmid BA 

pSporti 

pCMVSport 2.0 
25 pCMVSport 3.0 

pCR®2.1 



Corresponding Deposited 

pBluescript (pBS) 
pBluescript (pBS) 
pBK 

plafmid BA 
pSporti 

pCMVSport 2.0 
pCMVSport 3.0 
pCR®2.1 
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Vectors Lambda Zap (U.S. Patent Nos. 5,128,256 and 5,286,636), Uni-Zap 
XR (U.S. Patent Nos. 5,128, 256 and 5,286,636), Zap Express (U.S. Patent Nos. 
5,128,256 and 5,286,636), pBluescript (pBS) (Short, J. M. et al., Nucleic Acids Res. 
16:7583-7600 (1988); Alting-Mees, M. A. and Short, J. M., Nucleic Acids Res. 
5 17:9494 (1989)) and pBK (Alting-Mees, M. A. et al„ Strategies 5:58-61 (1992)) are 
commercially available from Stratagene Cloning Systems, Inc., 1 101 1 N. Torrey 
Pines Road, La Jolla, CA, 92037. pBS contains an ampicillin resistance gene and 
pBK contains a neomycin resistance gene. Both can be transformed into E. coli strain 
XL-1 Blue, also available from Stratagene. pBS comes in 4 forms SK+, SK-, KS+ 
10 and KS. The S and K refers to the orientation of the polylinker to the T7 and T3 
primer sequences which flank the polylinker region ("S" is for SacI and "K" is for 
Kpnl which are the first sites on each respective end of the linker). "+" or refer to 
the orientation of the f 1 origin of replication ("ori"), such that in one orientation, 
single stranded rescue initiated from the f 1 ori generates sense strand DNA and in the 
15 other, antisense. 

Vectors pSportl, pCMVSport 2.0 and pCMVSport 3.0, were obtained from 
Life Technologies, Inc., P. O. Box 6009, Gaithersburg, MD 20897. All Sport vectors 
contain an ampicillin resistance gene and may be transformed into E. coli strain 
DH10B, also available from Life Technologies. (See, for instance, Gruber, C. E., et 
20 al., Focus 15:59 (1993).) Vector lafmid BA (Bento Soares, Columbia University, 

NY) contains an ampicillin resistance gene and can be transformed into E. coli strain 
XL-1 Blue. Vector pCR®2.1, which is available from Invitrogen, 1600 Faraday 
Avenue, Carlsbad, CA 92008, contains an ampicillin resistance gene and may be 
transformed into E. coli strain DH 10B, available from Life Technologies. (See, for 
25 instance, Clark, J. M., Nuc. Acids Res. 16:9677-9686 (1988) and Mead, D. et al., 
Bio/Technology 9: (1991).) Preferably, a polynucleotide of the present invention 
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does not comprise the phage vector sequences identified for the particular clone in 
Table 1, as well as the corresponding plasmid vector sequences designated above. 

The deposited material in the sample assigned the ATCC Deposit Number 
cited in Table 1 for any given cDNA clone also may contain one or more additional 

5 plasmids, each comprising a cDNA clone different from that given clone. Thus, . 
deposits sharing the same ATCC Deposit Number contain at least a plasmid for each 
cDNA clone identified in Table 1. Typically, each ATCC deposit sample cited in 
Table 1 comprises a mixture of approximately equal amounts (by weight) of about 50 
plasmid DNAs, each containing a different cDNA clone; but such a deposit sample 

10 may include plasmids for more or less than 50 cDNA clones, up to about 500 cDNA 
clones. 

Two approaches can be used to isolate a particular clone from the deposited 
sample of plasmid DNAs cited for that clone in Table 1. First, a plasmid is directly 
isolated by screening the clones using a polynucleotide probe corresponding to SEQ 
15 IDNO:X. 

Particularly, a specific polynucleotide with 30-40 nucleotides is synthesized 
using an Applied Biosystems DNA synthesizer according to the sequence reported. 
The oligonucleotide is labeled, for instance, with 32 P-y-ATP using T4 polynucleotide 
kinase and purified according to routine methods. (E.g., Maniatis et al., Molecular 

20 Cloning: A Laboratory Manual, Cold Spring Harbor Press, Cold Spring, NY (1982).) 
The plasmid mixture is transformed into a suitable host, as indicated above (such as 
XL-1 Blue (Stratagene)) using techniques known to those of skill in the art, such as 
those provided by the vector supplier or in related publications or patents cited above. 
The transformants are plated on 1.5% agar plates (containing the appropriate selection 

25 agent, e.g., ampicillin) to a density of about 150 transformants (colonies) per plate. 
These plates are screened using Nylon membranes according to routine methods for 
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bacteria! colony screening (e.g., Sambrook et aL, Molecular Cloning: A Laboratory 

Manual, 2nd Edit., ( 1989), Cold Spring Harbor Laboratory Press, pages 1.93 to 

1 . 104), or other techniques known to those of skill in the art. 

Alternatively, two primers of 17-90 

- — uviiywu jjum uutii enas or me 

SEQ ID NO:X (i.e., within the region of SEQ ID NO:X bounded by the 5' NT and 
the 3' NT of the clone defined in Table 1) are synthesized and used to amplify the 
desired cDNA using the deposited cDNA plasmid as a template. The polymerase 
chain reaction is carried out under routine conditions, for instance, in 25 ul of reaction 
mixture with 0.5 ug of the above cDNA template. A convenient reaction mixture is 
1.5-5 mM MgCI 2 , 0.01% (w/v) gelatin, 20 uM each of dATP, dCTP, dGTP, dTTP, 25 
pmol of each primer and 0.25 Unit of Taq polymerase. Thirty five cycles of PCR 
(denaturation at 94 degree C for I min; annealing at 55 degree C for 1 min; elongation 
at 72 degree C for 1 min) are performed with a Perkin-Elmer Cetus automated 
thermal cycler. The amplified product is analyzed by agarose gel electrophoresis and 
the DNA band with expected molecular weight is excised and purified. The PCR 
product is verified to be the selected sequence by subcloning and sequencing the 
DNA product. 

Several methods are available for the identification of the 5' or 3' non-coding 
portions of a gene which may not be present in the deposited clone. These methods 
include but are not limited to, filter probing, clone enrichment using specific probes, 
and protocols similar or identical to 5' and 3' "RACE" protocols which are well 
known in the art. For instance, a method similar to 5' RACE is available for 
generating the missing 5' end of a desired full-length transcript. (Fromont-Racine et 
al., Nucleic Acids Res. 2 1(7): 1683- 1684 (1993).) 

Briefly, a specific RNA oligonucleotide is ligated to the 5' ends of a 
population of RNA presumably containing full-length gene RNA transcripts. A 
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primer set containing a primer specific to the ligated RNA oligonucleotide and a 
primer specific to a known sequence of the gene of interest is used to PCR amplify 
the 5' portion of the desired full-length gene. This amplified product may then be 
sequenced and used to generate the full length gene. 

5 This above method starts with total RNA isolated from the desired source,, 

although poly-A+ RNA can be used. The RNA preparation can then be treated with 
phosphatase if necessary to eliminate 5' phosphate groups on degraded or damaged 
RNA which may interfere with the later RNA ligase step. The phosphatase should 
then be inactivated and the RNA treated with tobacco acid pyrophosphatase in order 

10 to remove the cap structure present at the 5' ends of messenger RNAs. This reaction 
leaves a 5' phosphate group at the 5' end of the cap cleaved RNA which can then be 
ligated to an RNA oligonucleotide using T4 RNA ligase. 

This modified RNA preparation is used as a template for first strand cDNA 
synthesis using a gene specific oligonucleotide. The first strand synthesis reaction is 

15 used as a template for PCR amplification of the desired 5' end using a primer specific 
to the ligated RNA oligonucleotide and a primer specific to the known sequence of 
the gene of interest. The resultant product is then sequenced and analyzed to confirm 
that the 5' end sequence belongs to the desired gene. 

20 Example 2: Isolation of Genomic Clo nes Corresponding to a Polynucleotide 
A human genomic PI library (Genomic Systems, Inc.) is screened by PCR 
using primers selected for the cDNA sequence corresponding to SEQ ID NO:X. t 
according to the method described in Example I. (See also, Sambrook.) 



25 



Example 3: Tissue Distribution of Pol vpeptide 
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Tissue distribution of mRNA expression of polynucleotides of the present 
invention is determined using protocols for Northern blot analysis, described by, 
among others, Sambrook et al. For example, a cDNA probe produced by the method 
described in Example 1 is labeled with P 32 using the rediprime™ DNA labeling 
5 system (Amersham Life Science), according to manufacturer's instructions. After 
labeling, the probe is purified using CHROMA SPIN- 100™ column (Clontech 
Laboratories, Inc.), according to manufacturer's protocol number PT 1200-1. The 
purified labeled probe is then used to examine various human tissues for mRNA 
expression. 

10 Multiple Tissue Northern (MTN) blots containing various human tissues (H) 

or human immune system tissues (1M) (Clontech) are examined with the labeled 
probe using ExpressHyb™ hybridization solution (Clontech) according to 
manufacturer's protocol number PT1 190-1. Following hybridization and washing, the 
blots are mounted and exposed to film at -70 degree C overnight, and the films 

15 developed according to standard procedures. 

Example 4: Chromosomal Mapping of the Polynucleotides 

An oligonucleotide primer set is designed according to the sequence at the 5' 
end of SEQ ID NO:X. This primer preferably spans about 100 nucleotides. This 

20 primer set is then used in a polymerase chain reaction under the following set of 

conditions : 30 seconds,95 degree C; I minute, 56 degree C; 1 minute, 70 degree C. 
This cycle is repeated 32 times followed by one 5 minute cycle at 70 degree C. 
Human, mouse, and hamster DNA is used as template in addition to a somatic cell 
hybrid panel containing individual chromosomes or chromosome fragments (Bios, 

25 Inc). The reactions is analyzed on either 8% polyacrylamide gels or 3.5 % agarose 
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gels. Chromosome mapping is determined by the presence of an approximately 100 
bp PCR fragment in the particular somatic cell hybrid. 



Example 5; Bacterial Expression pf a Polypeptide 

5 A polynucleotide encoding a polypeptide of the present invention is amplified 

using PCR oligonucleotide primers corresponding to the 5' and 3' ends of the DNA 
sequence, as outlined in Example 1, to synthesize insertion fragments. The primers 
used to amplify the cDNA insert should preferably contain restriction sites, such as 
BamHl and Xbal, at the 5' end of the primers in order to clone the amplified product 

10 into the expression vector. For example, BamHI and Xbal correspond to the 
restriction enzyme sites on the bacterial expression vector pQE-9. (Qiagen, Inc., 
Chatsworth, CA). This plasmid vector encodes antibiotic resistance (AmpO, a 
bacterial origin of replication (ori), an IPTG-regulatable promoter/operator (P/O), a 
ribosome binding site (RBS), a 6-histidine tag (6-His), and restriction enzyme cloning 

15 sites. 

The pQE-9 vector is digested with BamHI and Xbal and the amplified 
fragment is ligated into the pQE-9 vector maintaining the reading frame initiated at 
the bacterial RBS. The ligation mixture is then used to transform the E. coli strain 
MlS/rep4 (Qiagen, Inc.) which contains multiple copies of the plasmid pREP4, which 

20 expresses the lad repressor and also confers kanamycin resistance (KanO- 
Transformants are identified by their ability to grow on LB plates and 
ampicillin/kanamycin resistant colonies are selected. Plasmid DNA is isolated and 
confirmed by restriction analysis. 

Clones containing the desired constructs are grown overnight (O/N) in liquid 

25 culture in LB media supplemented with both Amp (100 ug/ml) and Kan (25 ug/ml). 
The O/N culture is used to inoculate a large culture at a ratio of 1:100 to 1:250. The 
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cells are grown to an optical density 600 (O.D. 600 ) of between 0.4 and 0.6. IPTG 
(Isopropyl-B-D-thiogalacto pyranoside) is then added to a final concentration of 1 
mM. IPTG induces by inactivating the lad repressor, clearing the P/O leading to 

increased pp dp pvnrpccinn 

Cells are grown for an extra 3 to 4 hours. Cells are then harvested by 
centrifugation (20 mins at 6000Xg). The cell pellet is solubilized in the chaotropic 
agent 6 Molar Guanidine HCI by stirring for 3-4 hours at 4 degree C. The cell debris 
is removed by centrifugation, and the supernatant containing the polypeptide is loaded 
onto a nickel-nitrilo-tri-acetic acid ("Ni-NTA") affinity resin column (available from 
QIAGEN, Inc., supra). Proteins with a 6 x His tag bind to the Ni-NTA resin with 
high affinity and can be purified in a simple one-step procedure (for details see: The 
QIAexpressionist (1995) QIAGEN, Inc., supra). 

Briefly, the supernatant is loaded onto the column in 6 M guanidine-HCI, pH 
8, the column is first washed with 10 volumes of 6 M guanidine-HCI, pH 8, then 
washed with 10 volumes of 6 M guanidine-HCI pH 6, and finally the polypeptide is 
eluted with 6 M guanidine-HCI, pH 5. 

The purified protein is then renatured by dialyzing it against phosphate- 
buffered saline (PBS) or 50 mM Na-acetate, pH 6 buffer plus 200 mM NaCl. 
Alternatively, the protein can be successfully refolded while immobilized on the Ni- 
NTA column. The recommended conditions are as follows: renature using a linear 
6M-1M urea gradient in 500 mM NaCl, 20% glycerol, 20 mM Tris/HCl pH 7.4, 
containing protease inhibitors. The renaturation should be performed over a period of 
1.5 hours or more. After renaturation the proteins are eluted by the addition of 250 
mM immidazole. Immidazole is removed by a final dialyzing step against PBS or 50 
mM sodium acetate pH 6 buffer plus 200 mM NaCl. The purified protein is stored at 
4 degree C or frozen at -80 degree C. 
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In addition to the above expression vector, the present invention further 
includes an expression vector comprising phage operator and promoter elements 
operatively linked to a polynucleotide of the present invention, called pHE4a. (ATCC 
Accession Number 209645, deposited on February 25, 1998.) This vector contains: 

5 1) a neomycinphosphotransferase gene as a selection marker, 2) an E. coli origin of 
replication, 3) a T5 phage promoter sequence, 4) two lac operator sequences, 5) a 
Shine-Delgarno sequence, and 6) the lactose operon repressor gene (laclq). The 
origin of replication (oriC) is derived from pUCl9 (LTI, Gaithersburg, MD): The 
prompter sequence and operator sequences are made synthetically. 

10 DNA can be inserted into the pHEa by restricting the vector with Ndel and 

Xbal, BamHI, Xhol, or Asp718, running the restricted product on a gel, and isolating 
the larger fragment (the stuffer fragment should be about 3 10 base pairs). The DNA 
insert is generated according to the PCR protocol described in Example 1, using PCR 
primers having restriction sites for Ndel (5' primer) and Xbal, BamHI, Xhol, or 

15 Asp718 (3* primer). The PCR insert is gel purified and restricted with compatible 
enzymes. The insert and vector are ligated according to standard protocols. 

The engineered vector could easily be substituted in the above protocol to 
express protein in a bacterial system. 

20 Example 6: Purification o f a Polypeptide from an Inclusion Body 

The following alternative method can be used to purify a polypeptide 
expressed in E coli when it is present in the form of inclusion bodies. Unless 
otherwise specified, all of the following steps are conducted at 4-10 degree C. 

Upon completion of the production phase of the E. coli fermentation, the cell 
25 culture is cooled to 4-10 degree C and the cells harvested by continuous 

centrifugation at 15,000 rpm (Heraeus Sepatech). On the basis of the expected yield 
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of protein per unit weight of cell paste and the amount of purified protein required, an 
appropriate amount of cell paste, by weight, is suspended in a buffer solution 
containing 100 mM Tris, 50 mM EDTA, pH 7.4. The cells are dispersed to a 
homogeneous suspension using a high shear mixer. 
5 The cells are then lysed by passing the solution through a microfluidizer 

(Microfuidics, Corp. or APV Gaulin, Inc.) twice at 4000-6000 psi. The homogenate 
is then mixed with NaCI solution to a final concentration of 0.5 M NaCI, followed by 
centrifugation at 7000 xg for 15 min. The resultant pellet is washed again using 0.5M 
NaCI, 100 mM Tris, 50 mM EDTA, pH 7.4. 
10 The resulting washed inclusion bodies are solubilized with 1.5 M guanidine 

hydrochloride (GuHCI) for 2A hours. After 7000 xg centrifugation for 15 min., the 
pellet is discarded and the polypeptide containing supernatant is incubated at 4 degree 
C overnight to allow further GuHCI extraction. 

Following high speed centrifugation (30,000 xg) to remove insoluble particles, 
15 the GuHCI solubilized protein is refolded by quickly mixing the GuHCI extract with 
20 volumes of buffer containing 50 mM sodium, pH 4.5, 150 mM NaCI, 2 mM EDTA 
by vigorous stirring. The refolded diluted protein solution is kept at 4 degree C 
without mixing for 12 hours prior to further purification steps. 

To clarify the refolded polypeptide solution, a previously prepared tangential 
20 filtration unit equipped with 0.16 urn membrane filter with appropriate surface area 
(e.g., Filtron), equilibrated with 40 mM sodium acetate, pH 6.0 is employed. The 
filtered sample is loaded onto a cation exchange resin (e.g., Poros HS-50, Perseptive 
Biosystems). The column is washed with 40 mM sodium acetate, pH 6.0 and eluted 
with 250 mM, 500 mM, 1000 mM, and 1500 mM NaCI in the same buffer, in a 
25 stepwise manner. The absorbance at 280 nm of the effluent is continuously 
monitored. Fractions are collected and further analyzed by SDS-PAGE. 
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Fractions containing the polypeptide are then pooled and mixed with 4 
volumes of water. The diluted sample is then loaded onto a previously prepared set of 
tandem columns of strong anion (Poros HQ-50, Perseptive Biosystems) and weak 
anion (Poros CM-20, Perseptive Biosystems) exchange resins. The columns are 

5 equilibrated with 40 mM sodium acetate, pH 6.0. Both columns are washed with 40 
mM sodium acetate, pH 6.0, 200 mM NaCl. The CM-20 column is then eluted using 
a 10 column volume linear gradient ranging from 0.2 M NaCl, 50 mM sodium 
acetate, pH 6.0 to 1.0 M NaCl, 50 mM sodium acetate, pH 6.5. Fractions are 
collected under constant monitoring of the effluent. Fractions containing the 

10 polypeptide (determined, for instance, by 16% SDS-PAGE) are then pooled. 

The resultant polypeptide should exhibit greater than 95% purity after the 
above refolding and purification steps. No major contaminant bands should be 
observed from Commassie blue stained 16% SDS-PAGE gel when 5 ug of purified 
protein is loaded. The purified protein can also be tested for endotoxin/LPS 

15 contamination, and typically the LPS content is less than 0. 1 ng/ml according to LAL 
assays. 

Example 7: Cloning and Expression of a Polypeptide in a Baculovirus 
Expression System 

20 In this example, the plasmid shuttle vector pA2 is used to insert a 

polynucleotide into a baculovirus to express a polypeptide. This expression vector 
contains the strong polyhedrin promoter of the Autographa californica nuclear 
polyhedrosis virus (AcMNPV) followed by convenient restriction sites such as 
BamHI, Xba I and Asp718. The polyadenylation site of the simian virus 40 ("SVW) 

25 is used for efficient polyadenylation. For easy selection of recombinant virus, the 
plasmid contains the beta-galactosidase gene from £. coli under control of a weak 
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Drosophila promoter in the same orientation, followed by the polyadenylation signal 
of the polyhedrin gene. The inserted genes are flanked on both sides by viral 
sequences for cell-mediated homologous recombination with wild-type viral DNA to 
generate a Viable virus that express the cioned polynucleotide. 

Many other baculovirus vectors can be used in place of the vector above, such 
as P Ac373, pVL941 , and pAcIM I , as one skilled in the art would readily appreciate, 
as long as the construct provides appropriately located signals for transcription, 
translation, secretion and the like, including a signal peptide and an in-frame AUG as 
required. Such vectors are described, for instance, in Luckow et al., Virology 170:31- 
39(1989). 

Specifically, the cDNA sequence contained in the deposited clone, including 

the AUG initiation codon and the naturally associated leader sequence identified in 

Table 1, is amplified using the PCR protocol described in Example 1. If the naturally 

occurring signal sequence is used to produce the secreted protein, the pA2 vector does 

not need a second signal peptide. Alternatively, the vector can be modified ( P A2 GP) 

to include a baculovirus leader sequence, using the standard methods described in 

Summers et al., "A Manual of Methods for Baculovirus Vectors and Insect Cell 

Culture Procedures," Texas Agricultural Experimental Station Bulletin No. 1555 
(1987). 

The amplified fragment is isolated from a I % agarose gel using a 
commercially available kit ("Geneclean," BIO 101 Inc., La Jolla, Ca ). The fragment 
then is digested with appropriate restriction enzymes and again purified on a 1% 
agarose gel. 

The plasmid is digested with the corresponding restriction enzymes and 
optionally, can be dephosphorylated using calf intestinal phosphatase, using routine 
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procedures known in the art. The DNA is then isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean" BIO 101 Inc., La Jolla, Ca.). 

The fragment and the dephosphorylated plasmid are ligated together with T4 
DNA ligase. £. coli HB 101 or other suitable E. coli hosts such as XL-1 Blue 
5 (Stratagene Cloning Systems, La Jolla, CA) cells are transformed with the ligation 
mixture and spread on culture plates. Bacteria containing the plasmid are identified 
by digesting DNA from individual colonies and analyzing the digestion product by 
gel electrophoresis. The sequence of the cloned fragment is confirmed by DNA 
sequencing. 

10 Five ug of a plasmid containing the polynucleotide is co-transfected with 1.0 

ug of a commercially available linearized bacuiovirus DNA ("BaculoGold™ 
baculovirus DNA", Pharmingen, San Diego, CA), using the lipofection method 
described by Feigner et al., Proc. Natl. Acad. Sci. USA 84:7413-7417 (1987). One ug 
of BaculoGold™ virus DNA and 5 ug of the plasmid are mixed in a sterile well of a 

15 microtiter plate containing 50 ul of serum-free Grace's medium (Life Technologies 
Inc., Gaithersburg, MD). Afterwards, 10 ul Lipofectin plus 90 ul Grace's medium are 
added, mixed and incubated for 15 minutes at room temperature. Then the 
transfection mixture is added drop-wise to Sf9 insect cells (ATCC CRL 171 1) seeded 
in a 35 mm tissue culture plate with 1 ml Grace's medium without serum. The plate is 

20 then incubated for 5 hours at 27 degrees C. The transfection solution is then removed 
from the plate and 1 ml of Grace's insect medium supplemented with 10% fetal calf 
serum is added. Cultivation is then continued at 27 degrees C for four days. 

After four days the supernatant is collected and a plaque assay is performed, 
as described by Summers and Smith, supra. An agarose gel with "Blue Gal" (Life 

25 Technologies Inc., Gaithersburg) is used to allow easy identification and isolation of 
gal-expressing clones, which produce blue-stained plaques. (A detailed description of 
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a "plaque assay" of this type can also be found in the user's guide for insect cell 
culture and baculovirology distributed by Life Technologies Inc., Gaithersburg, page 
9-10.) After appropriate incubation, blue stained plaques are picked with the tip of a 
micropipettor (e.g., Eppendorf). The agar containing the recombinant viruses is then 
5 resuspended in a microcentrifuge tube containing 200 ul of Grace's medium and the 
suspension containing the recombinant baculovirus is used to infect Sf9 cells seeded 
in 35 mm dishes. Four days later the supernatants of these culture dishes are 
harvested and then they are stored at 4 degree C. 

To verify the expression of the polypeptide, Sf9 cells are grown in Grace's 
10 medium supplemented with 10% heat-inactivated FBS. The cells are infected with 
the recombinant baculovirus containing the polynucleotide at a multiplicity of 
infection ("MOP) of about 2. If radiolabeled proteins are desired, 6 hours later the 
medium is removed and is replaced with SF900 II medium minus methionine and 
cysteine (available from Life Technologies Inc., Rockville, MD). After 42 hours, 5 
uCi of ^-methionine and 5 uCi *S-cysteine (available from Amersham) are added. 
The cells are further incubated for 16 hours and then are harvested by centrifugation. 
The proteins in the supernatant as well as the intracellular proteins are analyzed by 
SDS-PAGE followed by autoradiography (if radiolabeled). 

Microsequencing of the amino acid sequence of the amino terminus of 
purified protein may be used to determine the amino terminal sequence of the 
produced protein. 

Example ft F.wssjon of a PolvnentiriP in M ammalmn r^.c 

The polypeptide of the present invention can be expressed in a mammal 
cell. A typical mammalian expression vector contains a promoter element, which 
mediates the initiation of transcription of mRNA, a protein coding sequence, and 
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signals required for the termination of transcription and polyadenylation of the 
transcript. Additional elements include enhancers, Kozak sequences and intervening 
sequences flanked by donor and acceptor sites for RNA splicing. Highly efficient 
transcription is achieved with the early and late promoters from SV40, the long 

5 terminal repeats (LTRs) from Retroviruses, e.g., RSV, HTLVI, HIVI and the early 
promoter of the cytomegalovirus (CMV). However, cellular elements can also be 
used (e.g., the human actin promoter). 

Suitable expression vectors for use in practicing the present invention include, 
for example, vectors such as pSVL and pMSG (Pharmacia, Uppsala, Sweden), 

10 pRSVcat (ATCC 37152), pSV2dhfr (ATCC 37146), pBC12MI (ATCC 67109), 
pCMVSport 2.0, and pCMVSport 3.0. Mammalian host cells that could be used 
include, human Hela, 293, H9 and Jurkat cells, mouse NIH3T3 and C127 cells, Cos 1, 
Cos 7 and CV1, quail QC1-3 cells, mouse L cells and Chinese hamster ovary (CHO) 
cells. 

15 Alternatively, the polypeptide can be expressed in stable cell lines containing 

the polynucleotide integrated into a chromosome. The co-transfection with a 
selectable marker such as dhfr, gpt, neomycin, hygromycin allows the identification 
and isolation of the transfected cells. 

The transfected gene can also be amplified to express large amounts of the 

20 encoded protein. The DHFR (dihydrofolate reductase) marker is useful in developing 
cell lines that carry several hundred or even several thousand copies of the gene of 
interest (See, e.g., Alt, F. W., et al. ? J. Biol. Chem. 253:1357-1370 (1978); Hamlin, J. 
L. and Ma, C, Biochem. et Biophys. Acta, 1097:107-143 (1990); Page, M. J. and 
Sydenham, M. A„ Biotechnology 9:64-68 (1991).) Another useful selection marker 

25 is the enzyme glutamine synthase (GS) (Murphy et al. t Biochem J. 227:277-279 

(1991); Bebbington et al., Bio/Technology 10:169-175 (1992). Using these markers, 
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the mammalian cells are grown in selective medium and the cells with the highest 
resistance are selected. These cell lines contain the amplified gene(s) integrated into a 
chromosome. Chinese hamster ovary (CHO) and NSO cells are often used for the 
production of proteins. 
5 Derivatives of the plasmid pS V2~dhfr (ATCC Accession No. 37 146), the 

expression vectors pC4 (ATCC Accession No. 209646) and pC6 (ATCC Accession 
No.209647) contain the strong promoter (LTR) of the Rous Sarcoma Virus (Cullen et 
aL, Molecular and Cellular Biology, 438^47 (March, 1985)) plus a fragment of the 
CMV-enhancer (Boshart et al., Cell 41:521-530 (1985).) Multiple cloning sites, e.g., 
10 with the restriction enzyme cleavage sites BamHI, Xbal and Asp718, facilitate the 
cloning of the gene of interest. The vectors also contain the 3' intron, the 
polyadenylation and termination signal of the rat preproinsulin gene, and the mouse 
DHFR gene under control of the SV40 early promoter. 

Specifically, the plasmid pC6, for example, is digested with appropriate 
15 restriction enzymes and then dephosphorylated using calf intestinal phosphates by 
procedures known in the art. The vector is then isolated from a 1% agarose gel. 

A polynucleotide of the present invention is amplified according to the 
protocol outlined in Example 1. If the naturally occurring signal sequence is used to 
produce the secreted protein, the vector does not need a second signal peptide. 
20 Alternatively, if the naturally occurring signal sequence is not used, the vector can be 
modified to include a heterologous signal sequence. (See, e.g., WO 96/34891.) 

The amplified fragment is isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean," BIO 101 Inc., La Jolla, Ca.). The fragment 
then is digested with appropriate restriction enzymes and again purified on a 1% 
25 agarose gel. 
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The amplified fragment is then digested with the same restriction enzyme and 
purified on a 1% agarose gel. The isolated fragment and the dephosphorylated vector 
are then ligated with T4 DNA ligase. E. coli HB 101 or XL-1 Blue cells are then 
transformed and bacteria are identified that contain the fragment inserted into plasmid 

5 pC6 using, for instance, restriction enzyme analysis. 

Chinese hamster ovary cells lacking an active DHFR gene is used for 
transfection. Five jig of the expression plasmid pC6 a pC4 is cotransfected with 0.5 
ug of the plasmid pSVneo using lipofectin (Feigner et al., supra). The plasmid pSV2- 
neo contains a dominant selectable marker, the neo gene from Tn5 encoding an 

10 enzyme that confers resistance to a group of antibiotics including G41 8. The cells are 
seeded in alpha minus MEM supplemented with 1 mg/ml G418. After 2 days, the 
cells are trypsinized and seeded in hybridoma cloning plates (Greiner, Germany) in 
alpha minus MEM supplemented with 10, 25, or 50 ng/ml of metothrexate plus 1 
mg/ml G418. After about 10-14 days single clones are trypsinized and then seeded in 

15 6-well petri dishes or 10 ml flasks using different concentrations of methotrexate (50 
nM, 100 nM, 200 nM, 400 nM, 800 nM). Clones growing at the highest 
concentrations of methotrexate are then transferred to new 6-well plates containing 
even higher concentrations of methotrexate (1 uM, 2 uM, 5 uM, 10 mM, 20 mM). 
The same procedure is repeated until clones are obtained which grow at a 

20 concentration of 100 - 200 uM. Expression of the desired gene product is analyzed, 
for instance, by SDS-PAGE and Western blot or by reversed phase HPLC analysis. 

Example 9: Protein Fusions 

The polypeptides of the present invention are preferably fused to other 
25 proteins. These fusion proteins can be used for a variety of applications. For 
example, fusion of the present polypeptides to His-tag, HA -tag, protein A, IgG 
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domains, and maltose binding protein facilitates purification. (Sec Example 5; see 
also EPA 394,827; Traunecker, et al., Nature 331:84-86 (1988).) Similarly, fusion to 
IgG-1, IgG-3, and albumin increases the halflife time in vivo. Nuclear localization 
signals fused to the polypeptides of the present invention can target the protein to a 
5 specific subcellular localization, while covalent heterodimer or homodimers can 
increase or decrease the activity of a fusion protein. Fusion proteins can also create 
chimeric molecules having more than one function. Finally, fusion proteins can 
increase solubility and/or stability of the fused protein compared to the non-fused 
protein. All of the types of fusion proteins described above can be made by 

10 modifying the following protocol, which outlines the fusion of a polypeptide to an 
lgG molecule, or the protocol described in Example 5. 

Briefly, the human Fc portion of the IgG molecule can be PCR amplified, 
using primers that span the 5 1 and 3' ends of the sequence described below. These 
primers also should have convenient restriction enzyme sites that will facilitate 

15 cloning into an expression vector, preferably a mammalian expression vector. 

For example, if pC4 (Accession No. 209646) is used, the human Fc portion 
can be ligated into the BamHI cloning site. Note that the 3' BamHI site should be 
destroyed. Next, the vector containing the human Fc portion is re-restricted with 
BamHI, linearizing the vector, and a polynucleotide of the present invention, isolated 

20 by the PCR protocol described in Example 1, is ligated into this BamHI site. Note 

that the polynucleotide is cloned without a stop codon, otherwise a fusion protein will 
not be produced. 

If the naturally occurring signal sequence is used to produce the secreted 
protein, pC4 does not need a second signal peptide. Alternatively, if the naturally 
25 occurring signal sequence is not used, the vector can be modified to include a 
heterologous signal sequence. (See, e.g., WO 96/34891.) 
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Human IgG Fc region: 

GGGATCCGGAGCCCAAATCTTCTGACAAAACrCACACATGCCCACCGTGC 
CCAGCACCTGAATTCGAGGGTGCACCGTCAGTCrTCCTCTTCCCCCCAAAA 

5 CCCAAGGACACCCTCATGATCTCCCGGACTCCTGAGGTCACATGCGTGGT 
GGTGGACGTAAGCCACGAAGACCCTGAGGTCAAGTTCAACTGGTACGTGG 
ACGGCGTGGAGGTGCATAATGCCAAGACAAAGCCGCGGGAGGAGCAGTA 
CAACAGCACGTACCGTGTGGTCAGCGTCCTCACCGTCCrGCACCAGGACT 
GGCTGAATGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAGCCCTCCCA 

10 ACCCCCATCGAGAAAACCATCTCCAAAGCCAAAGGGCAGCCCCGAGAAC 
CACAGGTGTACACCCTGCCCCCATCCCGGGATGAGCTGACCAAGAACCAG 
GTCAGCCTGACCTGCCTGGTCAAAGGCTTCTATCCAAGCGACATCGCCGT 
GGAGTGGGAGAGCAATGGGCAGCCGGAGAACAACTACAAGACCACGCCT 
CCCGTGCTGGACTCCGACGGCTCCTTCTTCCrCTACAGCAAGCTCACCGTG 

1 5 G ACAAG AGCAGGTGGCAGCAGGGGAACGTCrTCTCATGCTCCGTG ATGCA 
TGAGGCTCrGCACAACCACTACACGCAGAAGAGCCTCTCCCTGTCTCCGG 
GTAAATGAGTGCGACGGCCGCGACTCTAGAGGAT (SEQ ID NO: 1) 

Example 10: Production of an Antihodv from a Polypeptide 

20 The antibodies of the present invention can be prepared by a variety of 

methods. (See, Current Protocols, Chapter 2.) As one example of such methods, cells 
expressing a polypeptide of the present invention is administered to an animal to 
induce the production of sera containing polyclonal antibodies. In a preferred 
method, a preparation of the secreted protein is prepared and purified to render it 

25 substantially free of natural contaminants. Such a preparation is then introduced into 

r 

an animal in order to produce polyclonal antisera of greater specific activity. 
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In the most preferred method, the antibodies of the present invention are 
monoclonal antibodies (or protein binding fragments thereof). Such monoclonal 
antibodies can be prepared using hybridoma technology. (Kbhler et al. f Nature 

256:495 (1975); KohleretaL Eur I Immnnni , icy^. t^u, ^ . . ^ . 

" w *^* 1 v^'w, Ruuicr ei ai., tur. J. 

5 Immunol. 6:292 (1976); Hammerling et al., in: Monoclonal Antibodies and T-Cell 
Hybridomas, Elsevier, N.Y., pp. 563-681 (1981).) In general, such procedures 
involve immunizing an animal (preferably a mouse) with polypeptide or, more 
preferably, with a secreted polypeptide-expressing cell. Such cells may be cultured in 
any suitable tissue culture medium; however, it is preferable to culture cells in Earle's 
10 modified Eagle's medium supplemented with 10% fetal bovine serum (inactivated at 
about 56 degrees C), and supplemented with about 10 g/l of nonessential amino acids, 
about 1,000 U/ml of penicillin, and about 100 ug/m! of streptomycin. 

The splenocytes of such mice are extracted and fused with a suitable myeloma 
cell line. Any suitable myeloma cell line may be employed in accordance with the 
15 present invention; however, it is preferable to employ the parent myeloma cell line 
(SP2Q), available from the ATCC. After fusion, the resu.ting hybridoma cells are 
selectively maintained in HAT medium, and then cloned by limiting dilution as 
described by Wands et al. (Gastroenterology 80:225-232 (1981).) The hybridoma 
cells obtained through such a selection are then assayed to identify clones which 
20 secrete antibodies capable of binding the polypeptide. 

Alternatively, additional antibodies capable of binding to the polypeptide can 
be produced in a two-step procedure using anti-idiotypic antibodies. Such a method 
makes use of the fact that antibodies arc themselves antigens, and therefore, it is 
poss.ble to obtain an antibody which binds to a second antibody. In accordance with 
25 this method, protein specific antibodies are used to immunize an animal, preferably a 
mouse. The splenocytes of such an animal are then used to produce hybridoma cells. 
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and the hybridoma cells are screened to identify clones which produce an antibody 
whose ability to bind to the protein-specific antibody can be blocked by the 
polypeptide. Such antibodies comprise anti-idiotypic antibodies to the protein- 
specific antibody and can be used to immunize an animal to induce formation of 

5 further protein-specific antibodies. 

It will be appreciated that Fab and F(ab f )2 and other fragments of the 
antibodies of the present invention may be used according to the methods disclosed 
herein. Such fragments are typically produced by proteolytic cleavage, using 
enzymes such as papain (to produce Fab fragments) or pepsin (to produce F(ab')2 

10 fragments). Alternatively, secreted protein-binding fragments can be produced 
through the application of recombinant DNA technology or through synthetic 
chemistry. 

For in vivo use of antibodies in humans, it may be preferable to use 
"humanized" chimeric monoclonal antibodies. Such antibodies can be produced 

15 using genetic constructs derived from hybridoma cells producing the monoclonal 

antibodies described above. Methods for producing chimeric antibodies are known in 
the art. (See, for review, Morrison, Science 229: 1202 (1985); Oi et al., 
BioTechniques 4:214 (1986); Cabilly et al., U.S. Patent No. 4,816,567; Taniguchi et 
al., EP 171496; Morrison et al., EP 173494; Neuberger et al., WO 8601533; Robinson 

20 et al., WO 8702671 ; Boulianne et al., Nature 3 12:643 (1984); Neuberger et al., Nature 
314:268(1985).) 

Example 11: Production Of Secreted Protein For High-Throughput Screening 
Assays 
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The following protocol produces a supernatant containing a polypeptide to be 
tested. This supernatant can then be used in the Screening Assays described in 
Examples 13-20. 

First, dilute Poly-D-Lysine (644 587 Boehringer-Mannheim) stock solution 

5 (lmg/ml in PBS) 1:20 in PBS (w/o calcium or magnesium 17-5 16F Biowhittaker) for 
a working solution of 50ug/ml. Add 200 ul of this solution to each well (24 well 
plates) and incubate at RT for 20 minutes. Be sure to distribute the solution over each 
well (note: a 12-channel pipetter may be used with tips on every other channel). 
Aspirate off the Poly-D-Lysine solution and rinse with 1ml PBS (Phosphate Buffered 

10 Saline). The PBS should remain in the well until just prior to plating the cells and 
plates may be poly-lysine coated in advance for up to two weeks. 

Plate 293T cells (do not carry cells past P+20) at 2 x 10 5 cells/well in .5ml 
DMEM(Dulbecco's Modified Eagle Medium)(with 4.5 G/L glucose and L-glutamine 
(12-604F Biowhittaker))/ 10% heat inactivated FBS(14-503F Biowhittaker)/ lx 

15 Penstrep( 17-602E Biowhittaker). Let the cells grow overnight. 

The next day, mix together in a sterile solution basin: 300 ul Lipofectamine 
(18324-012 Gibco/BRL) and 5ml Optimem I (31985070 Gibco/BRL)/96- well plate. 
With a small volume multi-channel pipetter, aliquot approximately 2ug of an 
expression vector containing a polynucleotide insert, produced by the methods 

20 described in Examples 8 or 9, into an appropriately labeled 96-well round bottom 
plate. With a multi-channel pipetter, add 50ul of the Lipofectamine/Optimem I 
mixture to each well. Pipette up and down gently to mix. Incubate at RT 15-45 
minutes. After about 20 minutes, use a multi-channel pipetter to add 150ul Optimem 
I to each well. As a control, one plate of vector DNA lacking an insert should be 

25 transfected with each set of transfections. 
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Preferably, the transfection should be performed by tag-teaming the following 
tasks. By tag-teaming, hands on time is cut in half, and the cells do not spend too 
much time on PBS. First, person A aspirates off the media from four 24-welI plates 
of cells, and then person B rinses each well with .5-lml PBS. Person A then aspirates 
5 off PBS rinse, and person B, using al2-channel pipetter with tips on every other . 
channel, adds the 200ul of DNA/Lipofectamine/Optimem I complex to the odd wells 
first, then to the even wells, to each row on the 24-well plates. Incubate at 37 degrees 
C for 6 hours. 

While cells are incubating, prepare appropriate media, either 1%BSA in 

10 DMEM with lx penstrep, or CHO-5 media (1 16.6 mg/L of CaC12 (anhyd); 0.00130 
. mg/L CuS0 4 -5H 2 0; 0.050 mg/L of Fe(N0 3 ) 3 -9H 2 0; 0.417 mg/L of FeS0 4 -7H 2 0; 
3 1 1.80 mg/L of Kcl; 28.64 mg/L of MgCI 2 ; 48.84 mg/L of MgS0 4 ; 6995.50 mg/L of 
NaCl; 2400.0 mg/L of NaHC0 3 ; 62.50 mg/L of NaH 2 PO 4 -H 2 0; 71.02 mg/L of 
NajHPCM; .4320 mg/L of ZnS0 4 -7H 2 0; .002 mg/L of Arachidonic Acid ; 1.022 mg/L 

15 of Cholesterol; .070 mg/L of DL-alpha-Tocopherol- Acetate; 0.0520 mg/L of Linoleic 
Acid; 0.010 mg/L of Linolenic Acid; 0.010 mg/L of Myristic Acid; 0.010 mg/L of 
Oleic Acid; 0.010 mg/L of Palmitric Acid; 0.010 mg/L of Palmitic Acid; 100 mg/L of 
Pluronic F-68; 0.010 mg/L of Stearic Acid; 2.20 mg/L of Tween 80; 4551 mg/L of D- 
Glucose; 130.85 mg/ml of L- Alanine; 147.50 mg/ml of L^Arginine-HCL; 7.50 mg/ml 

20 of L-Asparagine-H 2 0; 6.65 mg/ml of L-Aspartic Acid; 29.56 mg/ml of L-Cystine- 

2HCL-H 2 0; 3 1.29 mg/ml of L-Cystine-2HCL; 7.35 mg/ml of L-Glutamic Acid; 365.0 
mg/ml of L-Glutamine; 18.75 mg/ml of Glycine; 52.48 mg/ml of L-Histidine-HCL- 
H 2 0; 106.97 mg/ml of L-Isoleucine; 1 1 1.45 mg/ml of L-Leucine; 163.75 mg/ml of L- 
Lysine HCL; 32.34 mg/ml of L-Methionine; 68.48 mg/ml of L-Phenylalainine; 40.0 

25 mg/ml of L-Proline; 26.25 mg/ml of L-Serine; 101.05 mg/ml of L-Threonine; 19.22 
mg/ml of L-Tryptophan; 91.79 mg/ml of L-Tryrosine-2Na-2H 2 0; 99.65 mg/ml of L- 
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Valine; 0.0035 mg/L of Biotin; 3.24 mg/L of D-Ca Pantothenate; 1 1 .78 mg/L of 
Choline Chloride; 4.65 mg/L of Folic Acid; 15.60 mg/L of inositol; 3.02 mg/L of 
Niacinamide; 3.00 mg/L of Pyridoxa. HCL;0.03I mg/L of Pyridoxine HCL;0.319 
mg/L of Riboflavin; 3.17 mg/L of Thiamine HCL: 0.365 mo/i „ f Ti...„ :J : r .. ... . 

5 0.680 mg/L of Vitamin B 12 ; 25 mM of HEPES Buffer; 2.39 mg/L of Na 

Hypoxanthine; 0.105 mg /L of Lipoic Acid; 0.081 mg/L of Sodium Putrescine-2HCL; 
55.0 mg/L of Sodium Pyruvate; 0.0067 mg/L of Sodium Selenite; 20uM of 
Ethanolamine; 0. ,22 mg/L of Feme Citrate; 41 .70 mg/L of Methy.-B-Cyc.odextrin 
complied with Lino.eic Acid; 33.33 mg/L of Methy.-B-Cyc.odextrin complexed 
10 with Oleic Acid; and ,0 mg/L of Methy.-B-Cyc.odextrin comp.exed with Retina.) 
with 2mm g.utamine and . x penstrep. (BSA (81-068-3 Bayer) lOOgm dissolved in . L 
DMEM for a 10% BSA stock solution). Filter the media and collect 50 u. for 
endotoxin assay in 15ml polystyrene conical. 

The transfection reaction is terminated, preferably by tag-teaming, at the end 
15 of the incubation period. Person A aspirates off the transfection media, while person 
B adds 1 .5ml appropriate media to each we... Incubate at 37 degrees C for 45 or 72 
hours depending on the media used: . %BSA for 45 hours or CHO-5 for 72 hours. 

On day four, using a 300u. multichannel pipetter, aliquot 600ul in one 1 ml 
deep well p.ate and the remaining supernatant into a 2ml deep we... The supematants 
20 from each well can then be used in the assays described in Examples 13-20. 

H is specifically understood that when activity is obtained in any of the assays 
described below using a supernatant, the activity originates from either the 
po.ypept.de directly (e.g., as a secreted protein) or by the polypeptide inducing 

expression of other proteins, which are then secreted into the supernatant. Thus, the 
25 invention further provides . ^ rf .^.^ ^ ^ ^ ^ 

characterized by an activity in a particular assay. 
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Example 12; Consfr action pf GAS Reporter Construct 

One signal transduction pathway involved in the differentiation and 
proliferation of cells is called the Jaks-STATs pathway. Activated proteins in the 

5 Jaks-STATs pathway bind to gamma activation site "GAS" elements or interferon 1 
sensitive responsive element ("ISRE"), located in the promoter of many genes. The 
binding of a protein to these elements alter the expression of the associated gene. 

GAS and ISRE elements are recognized by a class of transcription factors 
called Signal Transducers and Activators of Transcription, or "STATs." There are six 

10 members of the STATs family. Statl and Stat3 are present in many cell types, as is 
Stat2 (as response to IFN-alpha is widespread). Stat4 is more restricted and is not in 
many cell types though it has been found in T helper class I, cells after treatment with 
1L-12. StatS was originally called mammary growth factor, but has been found at 
higher concentrations in other cells including myeloid cells. It can be activated in 

15 tissue culture cells by many cytokines. 

The STATs are activated to translocate from the cytoplasm to the nucleus 
upon tyrosine phosphorylation by a set of kinases known as the Janus Kinase ("Jaks") 
family. Jaks represent a distinct family of soluble tyrosine kinases and include Tyk2, 
Jakl, Jak2, and Jak3. These kinases display significant sequence similarity and are 

20 generally catalytically inactive in resting cells. 

The Jaks are activated by a wide range of receptors summarized in the Table 
below. (Adapted from review by Schidler and Darnell, Ann. Rev. Biochem. 64:621- 
51 (1995).) A cytokine receptor family, capable of activating Jaks, is divided into two 
groups: (a) Class 1 includes receptors for 1L-2, IL-3, IL-6, IL-7, IL-9, IL-1 1, IL- 

25 12, IL- 15, Epo, PRL, GH, G-CSF, GM-CSF, LIF, CNTF, and thrombopoietin; and (b) 
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Class 2 includes IFN-a, IFN-g, and IL-10. The Class 1 receptors share a conserved 
cysteine motif (a set of four conserved cysteines and one tryptophan) and a WSXWS 
motif (a membrane proximal region encoding Trp-Ser-Xxx-Trp-Ser (SEQ ID NO:2)). 

Thus, on binding of a ligand to a receptor, Jaks are activated, which in turn 
5 activate STATs, which then translocate and bind to GAS elements. This entire 
process is encompassed in the Jaks-STATs signal transduction pathway. 

Therefore, activation of the Jaks-STATs pathway, reflected by the binding of 
the GAS or the ISRB element, can be used to indicate proteins involved in the 
proliferation and differentiation of cells. For example, growth factors and cytokines 
10 are known to activate the Jaks-STATs pathway. (See Table below.) Thus, by using 
GAS elements linked to reporter molecules, activators of the Jaks-STATs pathway 
can be identified. 
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To construct a synthetic GAS containing promoter element, which is used in 
the Biological Assays described in Examples 13-14, a PCR based strategy is 
employed to generate a GAS-SV40 promoter sequence. The 5' primer contains four 
tandem copies of the GAS binding site found in the IRF1 promoter and previously 
5 demonstrated to bind STATs upon induction with a range of cytokines (Rothman ejt 
al., Immunity 1:457-468 (1994).), although other GAS or ISRE elements can be used 
instead. The 5' primer also contains 18bp of sequence complementary to the SV40 
early promoter sequence and is flanked with an Xhol site. The sequence of the 5' 
primer is: 

10 5 ^GCGCCTCGAG ATTTCCCCG A A ATCTAG ATTTCCCCGAAATG ATTTCCCC 
GAAATGATTTCCCCGAAATATCTGCCATCTCAATTAG:3 , (SEQ ID NO:3) 

The downstream primer is complementary to the SV40 promoter and is 
flanked with a Hind III site: 5^GCGGCAAGCirTTTGCAAAGCCTAGGC:3' 
(SEQIDNO:4) 

15 PCR amplification is performed using the SV40 promoter template present in 

the B-gal: promoter plasmid obtained from Clontech. The resulting PCR fragment is 
digested with Xhol/Hind III and subcloned into BLSK2-. (Stratagene.) Sequencing 
with forward and reverse primers confirms that the insert contains the following 
sequence: 

20 5 ^ CTCG AG A TTTCCCCGAAATCTAG ATTTCCCCG AA ATG ATTTCCCCGAAA 
TGATTTCCCCGAAATATCTGCCATCTCAATTAGTCAGCAACCATAGTCCCG 
CCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTCr 
CCGCCCCATGGCTGACTAA'n ri l l TTATTTATGCAGAGGCCGAGGCCGCC 
TCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCT 

25 AGGCTTTTG C A AAAAGCH: 3 ' (SEQIDNO:5) 
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With this GAS promoter element linked to the SV40 promoter, a GAS.SEAP2 
reporter construct is next engineered. Here, the reporter molecule is a secreted 
alkaline phosphatase, or "SEAR" Clearly, however, any reporter molecule can be 
instead of SEAP, in this or in any of the other Examples. Well known reporter 

5 molecules that can be used instead of SEAP include chloramphenicol 

acetyltransferase (CAT), luciferase, alkaline phosphatase, B-galactosidase, green 
fluorescent protein (GFP), or any protein detectable by an antibody. 

The above sequence confirmed synthetic GAS-SV40 promoter element is 
subcloned into the pSE A P- Promoter vector obtained from Clontech using Hindlll and 

10 Xhol, effectively replacing the SV40 promoter with the amplified GAS:SV40 

promoter element, to create the G AS-SEAP vector. However, this vector does not 
contain a neomycin resistance gene, and therefore, is not preferred for mammalian 
expression systems. 

Thus, in order to generate mammalian stable cell lines expressing the GAS- 

15 SEAP reporter, the G AS-SEAP cassette is removed from the GAS-SEAP vector using 
Sail and NotI, and inserted into a backbone vector containing the neomycin resistance 
gene, such as pGFP-1 (Clontech), using these restriction sites in the multiple cloning 
site, to create the GAS-SEAP/Neo vector. Once this vector is transfected into 
mammalian cells, this vector can then be used as a reporter molecule for GAS binding 

20 as described in Examples 13-14. 

Other constructs can be made using the above description and replacing GAS 
with a different promoter sequence. For example, construction of reporter molecules 
containing NFK-B and EGR promoter sequences are described in Examples 15 and 
16. However, many other promoters can be substituted using the protocols described 

25 in these Examples. For instance, SRE, IL-2, NFAT, or Osteocalcin promoters can be 
substituted, alone or in combination (e.g., GAS/NF-KB/EGR, GAS/NF-KB, II 
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2/NFAT, or NF-KB/GAS). Similarly, other cell lines can be used to test reporter 
construct activity, such as HELA (epithelial), HUVEC (endothelial), Reh (B-cell), 
Saos-2 (osteoblast), HUVAC (aortic), or Cardiomyocyte. 

S Example 13: High-Throughput Screening Assay for T-cell Activity. 

The following protocol is used to assess T-cell activity by identifying factors, 
and determining whether supemate containing a polypeptide of the invention 
proliferates and/or differentiates T-cells. T-cell activity is assessed using the 
GAS/SEAP/Neo construct produced in Example 12. Thus, factors that increase SEAP 

10 activity indicate the ability to activate the Jaks-STATS signal transduction pathway. 
The T-cell used in this assay is Jurkat T-cells (ATCC Accession No. TIB- 152), 
although Molt-3 cells (ATCC Accession No. CRL-1552) and Molt-4 cells (ATCC 
Accession No. CRL-1582) cells can also be used. 

Jurkat T-cells are lymphoblastic CD4+ Thl helper cells. In order to generate 

15 stable cell lines, approximately 2 million Jurkat cells are transfected with the GAS- 
SEAP/neo vector using DMRIE-C (Life Technologies)(transfection procedure 
described below). The transfected cells are seeded to a density of approximately 
20,000 cells per well and transfectants resistant to 1 mg/ml genticin selected. 
Resistant colonies are expanded and then tested for their response to increasing 

20 concentrations of interferon gamma. The dose response of a selected clone is 
demonstrated. 

Specifically, the following protocol will yield sufficient cells for 75 wells 
containing 200 ul of cells. Thus, it is either scaled up, or performed in multiple to 
generate sufficient cells for multiple 96 well plates. Jurkat cells are maintained in 
25 RPM1 + 10% serum with l%Pen-Strep. Combine 2.5 mis of OPTI-MEM (Life 
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Technologies) with 10 ug of plasmid DNA in a T25 flask. Add 2.5 ml OPTI-MEM 
containing 50 ul of DMRIE-C and incubate at room temperature for 15-45 mins. 

During the incubation period, count cell concentration, spin down the required 
number of cells (10 7 per transfection), and resuspend in OPTI-MEM to a final 
5 concentration of 10 7 cells/ml. Then add 1ml of 1 x 10 7 cells in OPTI-MEM to T25 
flask and incubate at 37 degrees C for 6 hrs. After the incubation, add 10 ml of RPMI 
+ 15% serum. 

The Jurkat:GAS-SEAP stable reporter lines are maintained in RPMI + 10% 
serum, 1 mg/ml Genticin, and 1% Pen-Strep. These cells are treated with 

10 supernatants containing polypeptides of the invention and/or induced polypeptides of 
the invention as produced by the protocol described in Example 1 1. 

On the day of treatment with the supernatant, the cells should be washed and 
resuspended in fresh RPMI + 10% serum to a density of 500,000 cells per ml. The 
exact number of cells required will depend on the number of supernatants being 

15 screened. For one 96 well plate, approximately 10 million cells (for 10 plates, 100 
million cells) are required. 

Transfer the cells to a triangular reservoir boat, in order to dispense the cells 
into a 96 well dish, using a 12 channel pipette. Using a 12 channel pipette, transfer 
200 ul of cells into each well (therefore adding 100, 000 cells per well). 

20 After all the plates have been seeded, 50 ul of the supernatants are transferred 

directly from the 96 well plate containing the supernatants into each well using a 12 
channel pipette. In addition, a dose of exogenous interferon gamma (0.1, 1.0, 10 ng) 
is added to wells H9, H10, and HI 1 to serve as additional positive controls for the 
assay. 

25 The 96 well dishes containing Jurkat cells treated with supernatants are placed 

in an incubator for 48 hrs (note: this time is variable between 48-72 hrs). 35 ul 
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samples from each well are then transferred to an opaque 96 well plate using a 12 
channel pipette. The opaque plates should be covered (using sellophene covers) and 
stored at -20 degrees C until SEAP assays are performed according to Example 17. 
The plates containing the remaining treated cells are placed at 4 degrees C and serve 
5 as a source of material for repeating the assay on a specific well if desired. 

As a positive control, 100 Unit/ml interferon gamma can be used which is 
known to activate Jurkat T cells. Over 30 fold induction is typically observed in the 
positive control wells. 

The above protocol may be used in the generation of both transient, as well as, 
10 stable transfected cells, which would be apparent to those of skill in the art. 

Example 14; High-Thrpqghput Screening Assay Identifying Myeloid Activity 

The following protocol is used to assess myeloid activity by determining 
whether polypeptides of the invention proliferates and/or differentiates myeloid cells. 

15 Myeloid cell activity is assessed using the GAS/SEAP/Neo construct produced in 

Example 12. Thus, factors that increase SEAP activity indicate the ability to activate 
the Jaks-STATS signal transduction pathway. The myeloid cell used in this assay is 
U937, a pre-monocyte cell line, although TF-1, HL60, or KG1 can be used. 

To transiently transfect U937 cells with the GAS/SEAP/Neo construct 

20 produced in Example 12, a DEAE-Dextran method (Kharbanda et. al., 1994, Cell 
Growth & Differentiation, 5:259-265) is used. First, harvest 2xl0e 7 U937 cells and 
wash with PBS. The U937 cells are usually grown in RPMI 1640 medium containing 
10% heat-inactivated fetal bovine serum (FBS) supplemented with 100 units/ml 
penicillin and 100 mg/ml streptomycin. 

25 Next, suspend the cells in 1 ml of 20 mM Tris-HCl (pH 7.4) buffer containing 

0.5 mg/ml DEAE-Dextran, 8 ug GAS-SEAP2 plasmid DNA, 140 mM NaCl, 5 mM 
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KG, 375 uM Na 2 HP0 4 .7H 2 0, 1 mM MgCI 2 , and 675 uM CaCI 2 . Incubate at 37 
degrees C for 45 min. 

Wash the cells with RPMI 1640 medium containing 10% FBS and then 

resusnenrl in 10 ml rnmnlptA mAHin»v. + t-t j ^ r ^ ^ . 

— ( . w .... wm.^.v^ .uvIjiuiii auu nicuudic ai j / ucgiccs v_ ior jo nr. 

The GAS-SEAP/U937 stable cells are obtained by growing the cells in 400 
ug/ml G418. The G418-free medium is used for routine growth but every one to two 
months, the cells should be re-grown in 400 ug/ml G418 for couple of passages. 

These cells are tested by harvesting lxlO 8 cells (this is enough for ten 96-well 
plates assay) and wash with PBS. Suspend the cells in 200 ml above described 
growth medium, with a final density of 5xl0 5 cells/ml. Plate 200 u! cells per well in 
the96-well plate (or lxlO 5 cells/well). 

Add 50 ul of the supernatant prepared by the protocol described in Example 
1 1 . Incubate at 37 degrees C for 48 to 72 hr. As a positive control, 100 Unit/ml 
interferon gamma can be used which is known to activate U937 cells. Over 30 fold 
induction is typically observed in the positive control wells. SEAP assay the 
supernatant according to the protocol described in Example 17. 

Example 15; High-Throug h put S creening Assay Identifying Neuronal Activity. 

When cells undergo differentiation and proliferation, a group of genes are 
activated through many different signal transduction pathways. One of these genes, 
EGR1 (early growth response gene 1), is induced in various tissues and cell types 
upon activation. The promoter of EGR1 is responsible for such induction. Using the 
EGR1 promoter linked to reporter molecules, activation of cells can be assessed. 

Particularly, the following protocol is used to assess neuronal activity in PC 12 
cell lines. PC 12 cells (rat phenochromocytoma cells) are known to proliferate and/or 
differentiate by activation with a number of mitogens, such as TPA (tetradecanoyl 
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phorbol acetate), NGF (nerve growth factor), and EGF (epidermal growth factor). 
The EGR1 gene expression is activated during this treatment. Thus, by stably 
transfecting PC12 cells with a construct containing an EGR promoter linked to SEAP 
reporter, activation of PC12 cells can be assessed. 
5 The EGR/SEAP reporter construct can be assembled by the following 

protocol. The EGR-1 promoter sequence (-633 to +l)(Sakamoto K et al., Oncogene 
6:867-871 (1991)) can be PCR amplified from human genomic DNA using the 
following primers: 

5* GCGCTCGAGGGATGACAGCGATAGAACCCCGG -3* (SEQ ID NO:6) 
10 5' GCGAAGCTTCGCGACTCX:CCGGATCCGCC^C-3 , (SEQ ID NO:7) 

_ Using the GAS:SEAP/Neo vector produced in Example 12, EGR1 amplified 
product can then be inserted into this vector. Linearize the GAS:SEAP/Neo vector 
using restriction enzymes XhoI/HindHI, removing the GAS/SV40 stuffer. Restrict the 
EGR1 amplified product with these same enzymes. Li gate the vector and the EGR1 
15 promoter. 

To prepare % well-plates for cell culture, two mis of a coating solution (1:30 
dilution of collagen type I (Upstate Biotech Inc. Cat#08-1 15) in 30% ethanol (filter 
sterilized)) is added per one 10 cm plate or 50 ml per well of the 96-well plate, and 
allowed to air dry for 2 hr. 

20 PC12 cells are routinely grown in RPMI-1640 medium (Bio Whittaker) 

containing 10% horse serum (JRH BIOSCIENCES, Cat. # 12449-78P), 5% heat- 
inactivated fetal bovine serum (FBS) supplemented with 100 units/ml penicillin and 
100 ug/ml streptomycin on a precoated 10 cm tissue culture dish. One to four split is 
done every three to four days. Cells are removed from the plates by scraping and 

25 resuspended with pipetting up and down for more than 15 times. 
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Transfec, the EGR/SEAP/Neo construct ,nto PC,2 using the Lipofectamine 
protocol described in Examp.e , ,. EGR-SEAP/PC12 stab.e cells are obtained by 

growing the cells in 300 ug/ml G418 The fr~~ a- 

* v^i5. i he 0418-free medium is used for routine 

growth but every one to two months. Hip r^lk u . _ 

, u C ic-giuwn in juu ug/m! G4J8 

5 for couple of passages. 

To assay for neuronal activity, a 10 cm plate with cells around 70 to 80% 
confluent is screened by removing the o,d medium. Wash the cel.. once with PBS 
(Phosphate buffered sa.me). Then starve the cells in low serum medium (RPMl-,640 
containing 1% horse serum and 0.5% FBS with antibiotics) overnight. 

The next morning, remove the medium and wash the cells with PBS. Scrape 
off the cells from the plate, suspend the ce.ls we.l in 2 m. low serum medium. Count 

the cel. number and add more ,ow serum medium to reach final ce.l density as 5x,()5 
cells/ml. 

Add 200 u. of the cell suspension to each well of 96-well plate (equi va.ent to 
"5 IxlQS ce..s/we..). Add 50 u. supernatant produced by Examp.e 11, 3 7 o C for 48 to 72 
br- As a positive control, a growth factor known to activate PC12 cells through EGR 
can be used, such as 50 ng/u. of Neurona. Growth Factor (NGF). Over fifty-fo.d 
induction of SEAP is ty P ica.,y seen in the positive contro. wells. SEAP assay the 
supernatant according to Examp.e 17. 



20 



NF-KB (Nuclear Factor KB) is a transcription factor activated by a wide 
variety of agents including the inflammatory cytokines IL-1 and TNF, CD30and 
CD40. .ym P hotoxin-a.pha and .ymphotox.n-beta, by exposure to LPS or thrombin, 
and by expression of certain vira. gene produc ts. As a transcript.on factor, NF-KB 
-grates the expression of genes invo. ved in immune cel. activation, contro. of 
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apoptosis (NF- KB appears to shield cells from apoptosis), B and T-cell development, 
anti-viral and antimicrobial responses, and multiple stress responses. 

In non-stimulated conditions, NF- KB is retained in the cytoplasm with 1-KB 
(Inhibitor KB). However, upon stimulation, !- KB is phosphorylated and degraded, 
5 causing NF- KB to shuttle to the nucleus, thereby activating transcription of target 
genes. Target genes activated by NF- KB include IL-2, IL-6, GM-CSF, ICAM-1 and 
class 1 MHC 

Due to its central role and ability to respond to a range of stimuli, reporter 
constructs utilizing the NF-KB promoter element are used to screen the supernatants 
10 produced in Example 11. Activators or inhibitors of NF-KB would be useful in 
treating diseases. For example, inhibitors of NF-KB could be used to treat those 
diseases related to the acute or chronic activation of NF-KB, such as rheumatoid 
arthritis. 

To construct a vector containing the NF-KB promoter element, a PCR based 
15 strategy is employed. The upstream primer contains four tandem copies of the NF- 
KB binding site (GGGGACTTTCCC) (SEQ ID NO: 8), 18 bp of sequence 
complementary to the 5' end of the SV40 early promoter sequence, and is flanked 
with an Xhol site: 

S^GCGGCCTCGAGGGGACTTTCCCGGGG 
20 TTTCCATCCTGCCATCTCAATTAG:3 ' (SEQ ID NO:9) 

The downstream primer is complementary to the 3' end of the SV40 promoter 
and is flanked with a Hind III site: 

5^GCGGCAAGCTTTTTGCAAAGCCTAGGC:3' (SEQ ID NO:4) 

PCR amplification is performed using the SV40 promoter template present in 
25 the pB-gal:promoter plasmid obtained from Clontech. The resulting PCR fragment is 
digested with Xhol and Hind III and subcloned into BLSK2-. (Stratagene) 
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Sequencing with the T7 and T3 primers confirms the insert contains the following 

sequence: 



5 ' :CTCGAGGGGACTTTCCCGGGGACTTTCCGGGGACTTTCCGGGACTTTCCATCTGCCATCTCAATTA 
GTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTC 

TCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATT 

CCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTT : 3 ' ,SEQ ID 
NO: 10) 



Next, replace the SV40 minimal promoter element present in the pSEAP2- 
promoter plasmid (Clontech) with this NF-KB/SV40 fragment using Xhol and 
HindlH. However, this vector does not contain a neomycin resistance gene, and 
therefore, is not preferred for mammalian expression systems. 

In order to generate stable mammalian cell lines, the NF-KB/SV40/SEAP 
cassette is removed from the above NF-KB/SEAP vector using restriction enzymes 
Sail and Notl, and inserted into a vector containing neomycin resistance. Particularly, 
the NF-KB/SV40/SEAP cassette was inserted into P GFP-1 (Clontech), replacing the 
GFP gene, after restricting pGFP-1 with Sail and Notl. 

Once NF-KB/SV40/SEAP/Neo vector is created, stable Jurkat T-cells are 
created and maintained according to the protocol described in Example 13. Similarly, 
the method for assaying supernatants with these stable Jurkat T-cells is also described 
in Example 13. As a positive control, exogenous TNF alpha (0.1,1, 10 ng) is added to 
wells H9, H10, and HI 1, with a 5-10 fold activation typically observed. 



Example 17- Assay for SF.Ap A"tH'jty 

As a reporter molecule for the assays described in Examples 13-16, SEAP 
activity is assayed using the Tropix Phospho-.ight Kit (Cat. BP^OO) according to the 
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following g neral procedure. The Tropix Phospho-light Kit supplies the Dilution, 

Assay, and Reaction Buffers used below. 

Prime a dispenser with the 2.5x Dilution Buffer and dispense 15 ul of 2.5x 

dilution buffer into Opiipiates containing 35 u! of a supernatant. Seal the plates with 
5 a plastic sealer and incubate at 65 degree C for 30 min. Separate the Optiplates to . 

avoid uneven heating. 

Cool the samples to room temperature for 15 minutes. Empty the dispenser 

and prime with the Assay Buffer. Add 50 ml Assay Buffer and incubate at room 

temperature 5 min. Empty the dispenser and prime with the Reaction Buffer (see the 
1 0 table below). Add 50 ul Reaction Buffer and jncubate at room temperature for 20 

minutes. Since the intensity of the chemiluminescent signal is time dependent, and it 

takes about 10 minutes to read 5 plates on luminometer, one should treat 5 plates at 

each time and start the second set 10 minutes later. 

Read the relative light unit in the luminometer. Set H12 as blank, and print 
15 the results. An increase in chemiluminescence indicates reporter activity. 



Reaction Buffer Formulation: 



#of plates 


Rxn buffer diluent (ml) 


CSPD (ml) 


10 


60 


3 


11 


65 


3.25 


12 


. 7 <> 


3.5 


13 


75 


3.75 


14 


80 


4 


15 


85 


4.25 


16 


90 


4.5 


17 


95 


4.75 


18 


100 


5 


19 


105 


5.25 


20 


110 


5.5 


21 


115 


5.75 


22 


120 


6 


23 


125 


6.25 


24 


130 


6.5 
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25 


135 


6.75 


26 


140 


7 


27 


145 


7.25 


28 


150 


7.5 


29 


155 


7.75 


30 


160 


8 


31 


!65 


8.25 


32 


170 


8.5 


33 


175 


8.75 


34 


180 


9 


35 


185 


9.25 


36 


190 


9.5 


37 


195 


9.75 


38 


200 


10 


39 


205 


10.25 


40 


210 


10.5 


41 


215 


10.75 


42 


220 


11 


43 


225 


11.25 


44 


230 


11.5 


45 


235 


11.75 


46 


240 


12 


47 


245 


12.25 


48 


250 


12.5 


49 


255 


12.75 


50 


260 


13 



Example 18: High-Throughput Screening Assay Identifying Changes in Small 
Molecule Concentration and Membrane Permeability 

Binding of a ligand to a receptor is known to alter intracellular levels of small 
5 molecules, such as calcium, potassium, sodium, and pH, as well as alter membrane 
potential. These alterations can be measured in an assay to identify supernatants 
which bind to receptors of a particular cell. Although the following protocol 
describes an assay for calcium, this protocol can easily be modified to detect changes 
in potassium, sodium, pH, membrane potential, or any other small molecule which is 
10 detectable by a fluorescent probe. 
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The following assay uses Fluorometric Imaging Plate Reader ("FL1PR") to 
measure changes in fluorescent molecules (Molecular Probes) that bind small 
molecules. Clearly, any fluorescent molecule detecting a small molecule can be used 
instead of the calcium fluorescent molecule* fluo-4 (Molecular Probes, Inc.; catalog 

5 no. F-14202), used here. 

For adherent cells, seed the cells at 10,000 -20,000 cells/well in a Co-star 
black 96-well plate with clear bottom. The plate is incubated in a CO z incubator for 
20 hours. The adherent cells are washed two times in Biotek washer with 200 ul of 
HBSS (Hank's Balanced Salt Solution) leaving 100 ul of buffer after the final wash. 

10 A stock solution of 1 mg/ml fluo-4 is made in 10% pluronic acid DMSO. To 

load the cells with fluo-4 , 50 ul of 12 ug/ml fluo-4 is added to each well. The plate 
is incubated at 37 degrees C in a C0 2 incubator for 60 min. The plate is washed four 
times in the Biotek washer with HBSS leaving 100 ul of buffer. 

For non-adherent cells, the cells are spun down from culture media. Cells are 

15 re-suspended to 2-SxlO 6 cells/ml with HBSS in a 50-ml conical tube. 4 ul of 1 mg/ml 
fluo-4 solution in 10% pluronic acid DMSO is added to each ml of cell suspension. 
The tube is then placed in a 37 degrees C water bath for 30-60 min. The cells are 
washed twice with HBSS, resuspended to lxlO 6 cells/ml, and dispensed into a 
microplate, 100 ul/well. The plate is centrifuged at 1000 rpm for 5 min. The plate is 

20 then washed once in Denley CellWash with 200 ul, followed by an aspiration step to 
100 ul final volume. 

For a non-cell based assay, each well contains a fluorescent molecule, such as 
fluo-4 . The supernatant is added to the well, and a change in fluorescence is 
detected. 

25 To measure the fluorescence of intracellular calcium, the FLIPR is set for the 

following parameters: (1) System gain is 300-800 mW; (2) Exposure time is 0.4 
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second; (3) Camera F/stop is F/2; (4) Excitation is 488 nm; (5) Emission is 530 nm; 
and (6) Sample addition is 50 ul. Increased emission at 530 nm indicates an 
extracellular signaling event which has resulted in an increase in the intracellular 
Ca ++ concentration. 

5 

Example 19: High-Throughput Screening Assay Identifying Tyrosine Kinase 
Activity 

The Protein Tyrosine Kinases (PTK) represent a diverse group of 
transmembrane and cytoplasmic kinases. Within the Receptor Protein Tyrosine 

10 Kinase RPTK) group are receptors for a range of mitogenic and metabolic growth 

factors including the PDGF, FGF, EGF, NGF, HGF and Insulin receptor subfamilies. 
In addition there are a large family of RPTKs for which the corresponding ligand is 
unknown. Ligands for RPTKs include mainly secreted small proteins, but also 
membrane-bound and extracellular matrix proteins. 

15 Activation of RPTK by ligands involves ligand-mediated receptor 

dimerization, resulting in transphosphorylation of the receptor subunits and activation 
of the cytoplasmic tyrosine kinases. The cytoplasmic tyrosine kinases include 
receptor associated tyrosine kinases of the src-family (e.g., src, yes, lck, lyn, fyn) and 
non-receptor linked and cytosolic protein tyrosine kinases, such as the Jak family, 

20 members of which mediate signal transduction triggered by the cytokine superfamily 
of receptors (e.g., the Interleukins, Interferons, GM-CSF, and Leptin). 

Because of the wide range of known factors capable of stimulating tyrosine 
kinase activity, the identification of novel human secreted proteins capable of 
activating tyrosine kinase signal transduction pathways are of interest. Therefore, the 

25 following protocol is designed to identify those novel human secreted proteins 
capable of activating the tyrosine kinase signal transduction pathways. 
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Seed target cells (e.g., primary keratinocytes) at a density of approximately 
25,000 cells per well in a 96 well Loprodyne Silent Screen Plates purchased from 
Nalge Nunc (Naperville, IL). The plates are sterilized with two 30 minute rinses with 
100% ethanol, rinsed with water and dried overnight Some plates are coated for 2 hr 

5 with 100 ml of cell culture grade type 1 collagen (50 mg/ml), gelatin (2%) or 
polylysine (50 mg/ml), all of which can be purchased from Sigma Chemicals (St 
Louis, MO) or 10% Matrigel purchased from Becton Dickinson (Bedford,MA), or 
calf serum, rinsed with PBS and stored at 4 degree C. Cell growth on these plates is 
assayed by seeding 5,000 cells/well in growth medium and indirect quantitation of 

10 cell number through use of alamarBlue as described by the manufacturer Alamar 
Biosciences, Inc. (Sacramento, CA) after 48 hr. Falcon plate covers #3071 from 
Becton Dickinson (Bedford,MA) are used to cover the Loprodyne Silent Screen 
Plates. Falcon Microtest III cell culture plates can also be used in some proliferation 
experiments. 

15 To prepare extracts, A43 1 cells are seeded onto the nylon membranes of 

Loprodyne plates (20,000/200ml/well) and cultured overnight in complete medium. 
Cells are quiesced by incubation in serum-free basal medium for 24 hr. After 5-20 
minutes treatment with EGF (60ng/ml) or 50 ul of the supernatant produced in 
Example 1 1 , the medium was removed and 100 ml of extraction buffer ((20 mM 

20 HEPES pH 7.5, 0.15 M NaCl, 1% Triton X-100, 0.1% SDS, 2 mM Na3V04, 2 mM 
Na4P207 and a cocktail of protease inhibitors (# 1836170) obtained from 
Boeheringer Mannheim (Indianapolis, IN) is added to each well and the plate is 
shaken on a rotating shaker for 5 minutes at 4 degrees C. The plate is then placed in a 
vacuum transfer manifold and the extract filtered through the 0.45 mm membrane 

25 bottoms of each well using house vacuum. Extracts are collected in a 96-well 

catch/assay plate in the bottom of the vacuum manifold and immediately placed on 
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ice. To obtain extracts clarified by centrifugation, the content of each well, after 
detergent solubilization for 5 minutes, is removed and centrifuged for 15 minutes at 4 
degrees C at 16,000 x g. 

Test the filtered extracts for levels of tyrosine kinase activity. Although many 
5 methods of detecting tyrosine kinase activity are known, one method is described 
here. 

Generally, the tyrosine kinase activity of a supernatant is evaluated by 
determining its ability to phosphorylate a tyrosine residue on a specific substrate (a 
biotinylated peptide). Biotinylated peptides that can be used for this purpose include 

10 PSK1 (corresponding to amino acids 6-20 of the cell division kinase cdc2-p34) and 

PSK2 (corresponding to amino acids 1-17 of gastrin). Both peptides are substrates for 
a range of tyrosine kinases and are available from Boehringer Mannheim. 

The tyrosine kinase reaction is set up by adding the following components in 
order. First, add lOul of 5uM Biotinylated Peptide, then lOul ATP/Mg2+ (5mM 

15 ATP/50mM MgCI 2 ), then lOul of 5x Assay Buffer (40mM imidazole hydrochloride, 
pH7.3, 40 mM beta-glycerophosphate, ImM EGTA, lOOmM MgCl2, 5 mM MnCl2, 
0.5 mg/ml BSA), then 5ul of Sodium Vanadate(lmM), and then 5ul of water. Mix the 
components gently and preincubate the reaction mix at 30 degrees C for 2 min. Initial 
the reaction by adding lOul of the control enzyme or the filtered supernatant. 

20 The tyrosine kinase assay reaction is then terminated by adding 10 ul of 

120mm EDTA and place the reactions on ice. 

Tyrosine kinase activity is determined by transferring 50 ul aliquot of reaction 
mixture to a microtiter plate (MTP) module and incubating at 37 degrees C for 20 
min. This allows the streptavadin coated 96 well plate to associate with the 

25 biotinylated peptide. Wash the MTP module with 300ul/well of PBS four times. 
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Next add 75 ul of anti-phospotyrosine antibody conjugated to horse radish 
peroxidase(anti-P-Tyr-POD(0.5u/ml)) to each well and incubate at 37 degrees C for 
one hour. Wash the well as above. 

Next add !00u! of peroxidase substrate solution (Boehringer Mannheim) and 
5 incubate at room temperature for at least 5 mins (up to 30 min). Measure the 
absorbance of the sample at 405 nm by using ELISA reader. The level of bound 
peroxidase activity is quantitated using an ELISA reader and reflects the level of 
tyrosine kinase activity. 

10 Eyamplg ?0; fligh-TfrrQughput Screening Assay Identifying PhqsphQrylation 
Actjvjty 

As a potential alternative and/or compliment to the assay of protein tyrosine 
kinase activity described in Example 19, an assay which detects activation 
(phosphorylation) of major intracellular signal transduction intermediates can also be 

15 used. For example, as described below one particular assay can detect tyrosine 

phosphorylation of the Erk-1 and Erk-2 kinases. However, phosphorylation of other 
molecules, such as Raf, JNK, p38 MAP, Map kinase kinase (MEK), MEK kinase, 
Src, Muscle specific kinase (MuSK), IRAK, Tec, and Janus, as well as any other 
phosphoserine, phosphotyrosine, or phosphothreonine molecule, can be detected by 

20 substituting these molecules for Erk-1 or Erk-2 in the following assay. 

Specifically, assay plates are made by coating the wells of a 96-well ELISA 
plate with 0.1ml of protein G (lug/ml) for 2 hr at room temp, (RT). The plates are 
then rinsed with PBS and blocked with 3% BSA/PBS for 1 hr at RT. The protein G 
plates are then treated with 2 commercial monoclonal antibodies (lOOng/well) against 

25 Erk-1 and Erk-2 (1 hr at RT) (Santa Cruz Biotechnology). (To detect other molecules; 
this step can easily be modified by substituting a monoclonal antibody detecting any 
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of the above described molecules.) After 3-5 rinses with PBS, the plates are stored at 

4 degrees C until use. 

A431 cells are seeded at 20,000/well in a 96-well Loprodyne filterplate and 

cultured overnight in growth medium. The cells are then starved for 48 hr in basai 
5 medium (DMEM) and then treated with EGF (6ng/well) or 50 ul of the supernatants 

obtained in Example 1 1 for 5-20 minutes. The cells are then solubilized and extracts 

filtered directly into the assay plate. . 

After incubation with the extract for 1 hr at RT, the wells are again rinsed. As 

a positive control, a commercial preparation of MAP kinase (lOng/well) is used in 
10 place of A431 extract. Plates are then treated with a commercial polyclonal (rabbit) 

antibody (lug/ml) which specifically recognizes the phosphorylated epitope of the 

Erk-1 and Erk-2 kinases (1 hr at RT). This antibody is biotinylated by standard 

procedures. The bound polyclonal antibody is then quantitated by successive 

incubations with Europium-streptavidin and Europium fluorescence enhancing 
15 reagent in the Wallac DELF1A instrument (time-resolved fluorescence). An increased 

fluorescent signal over background indicates a phosphorylation. 

Example 21: Method of Determining Alterations in a Gene Corresponding to a 

Polynucleoti de 

20 RNA isolated from entire families or individual patients presenting with a 

phenotype of interest (such as a disease) is be isolated. cDNA is then generated from 
these RNA samples using protocols known in the art. (See, Sambrook.) The cDNA 
is then used as a template for PCR, employing primers surrounding regions of interest 
in SEQ ID NO:X. Suggested PCR conditions consist of 35 cycles at 95 degrees C for 

25 30 seconds; 60-120 seconds at 52-58 degrees C; and 60 120 seconds at 70 degrees C, 
using buffer solutions described in Sidransky et a!., Science 252:706 (1991). 
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PCR products are then sequenced using primers labeled at their 5' end with T4 
polynucleotide kinase, employing SequiTherm Polymerase. (Epicentre 
Technologies). The intron-exon borders of selected exons is also determined and 
genomic PCR products analyzed to confirm the results. PCR products harboring 
5 suspected mutations is then cloned and sequenced to validate the results of the direct 
sequencing. 

PCR products is cloned into T-tailed vectors as described in Holton et al., 
Nucleic Acids Research, 19:1 156 (1991) and sequenced with T7 polymerase (United 
States Biochemical). Affected individuals are identified by mutations not present in 

10 unaffected individuals. 

Genomic rearrangements are also observed as a method of determining 
alterations in a gene corresponding to a polynucleotide. Genomic clones isolated 
according to Example 2 are nick-translated with digoxigenindeoxy-uridine 5 1 - 
triphosphate (Boehringer Manheim), and FISH performed as described in Johnson et 

15 al., Methods Cell Biol. 35:73-99 (1991). Hybridization with the labeled probe is 

carried out using a vast excess of human cot-1 DNA for specific hybridization to the 
corresponding genomic locus. 

Chromosomes are counterstained with 4,6-diamino-2-phenylidole and 
propidium iodide, producing a combination of C- and R-bands. Aligned images for 

20 precise mapping are obtained using a triple-band filter set (Chroma Technology, 
Brattleboro, VT) in combination with a cooled charge-coupled device camera 
(Photometries, Tucson, AZ) and variable excitation wavelength filters. (Johnson et 
al., Genet. Anal. Tech. Appl., 8:75 (1991).) Image collection, analysis and 
chromosomal fractional length measurements are performed using the ISee Graphical 

25 Program System. (Inovision Corporation, Durham, NC.) Chromosome alterations of 
the genomic region hybridized by the probe are identified as insertions, deletions, and 
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translocation, These alterations are used as a diagnostic marker for an associated 

disease. 



5 Biological Sample 

A polypeptide of the present invention can be detected in a biological sample, 
and if an increased or decreased level of the po.ypeptide is detected, this polypeptide 
is a m arker for a particuIar phenotype Method$ rf ^ ^ ^ ^ 

it -s understood that one skilled in the art can modify the following assay to fit their 
0 particular needs. 

For examp le , antibody-sandwich ELISAs are used to detect polypeptides in a 
sample, preferably a biological sample. Wells of a microtiter plate are coated with 
specific antibodies, at a final concentration of 0.2 to 10 ug/ml. The antibod 
either monoclonal or polyclonal and are produced by the method described 
Example 10. The well, are blocked so that non-specific binding of the polypeptide 
the well is reduced. 

The coated wells are then incubated for > 2 hours at RT with a sample 
containing the polypeptide. Preferably, seria. dilutions of the sample should be used 
to validate results. The plates are then washed three t.mes with deionized or distilled 
water to remove unbounded polypeptide. 

Next, 50 ul of specific antibody-alkaline phosphatase conjugate, at a 
concentration of 25-400 ng, IS added and incubated for 2 hours at room temperature. 
The plates are again washed three times with deionized or distilled water to remove 
unbounded conjugate. 

Add 75 ul of 4-methylumbelliferyl phosphate (MUP) or p-nitrophenyl 
phosphate (NPP) substrate solution to each w e |, and incubate 1 hour a, room 



ies are 
in 

to 
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temperature. Measure the reaction by a microtiter plate reader. Prepare a standard 
curve, using serial dilutions of a control sample, and plot polypeptide concentration 
on the X-axis (log scale) and fluorescence or absorbance of the Y-axis (linear scale), 
interpolate the concentration of the polypeptide in the sample using the standard 
5 curve. 

Ex?rnple23: Fonmplatyoq 

The invention also provides methods of treatment and/or prevention diseases, 
disorders, and/or conditions (such as, for example, any one or more of the diseases or 

10 disorders disclosed herein) by administration to a subject of an effective amount of a 
Therapeutic. By therapeutic is meant a polynucleotides or polypeptides of the 
invention (including fragments and variants), agonists or antagonists thereof, and/or 
antibodies thereto, in combination with a pharmaceutically acceptable carrier type 
(e.g., a sterile carrier). 

IS The Therapeutic will be formulated and dosed in a fashion consistent with 

good medical practice, taking into account the clinical condition of the individual 
patient (especially the side effects of treatment with the Therapeutic alone), the site of 
delivery, the method of administration, the scheduling of administration, and other 
factors known to practitioners. The "effective amount" for purposes herein is thus 

20 determined by such considerations. 

As a general proposition, the total pharmaceutically effective amount of the 
Therapeutic administered parenteral ly per dose will be in the range of about 
lug/kg/day to 10 mg/kg/day of patient body weight, although, as noted above, this 
will be subject to therapeutic discretion. More preferably, this dose is at least 0.01 

25 mg/kg/day, and most preferably for humans between about 0.01 and I mg/kg/day for 
the hormone. If given continuously, the Therapeutic is typically administered at a 
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dose rate of about I ug/kg/hour to about 50 ug/kg/hour. either by 1-4 injections per 
day or by continuous subcutaneous infusions, for example, using a mini-pump. An 
intravenous bag solution may also be employed. The length of treatment needed to 
observe changes and the interval following treatment for responses to occur appears 
5 to vary depending on the desired effect. 

Therapeutics can be are administered orally, rectally, parenterally, 
intracistemally, intravaginally, intraperitonea.ly, topically ( as by powders, ointments, 
gels, drops or transdermal patch), bucally. or as an oral or nasal spray. 
"Pharmaceutically acceptable carrier" refers to a non-toxic solid, semisolid or liquid 
3 filler, diluent, encapsulating material or formulation auxiliary of any. The term 
"parenteral" as used herein refers to modes of administration which include 
intravenous, intramuscular, intraperitoneal, intrasternal, subcutaneous and 
intraarticular injection and infusion. 

Therapeutics of the invention are also suitably administered by sustained- 
release systems. Suitable examples of sustained-release Therapeutics are 
administered orally, rectally, parenterally, intracistemally, intravaginally, 
intraperitoneally, topically (as by powders, ointments, gels, drops or transdermal 
patch), bucally, or as an oral or nasal spray. "Pharmaceutically acceptable carrier- 
refers to a non-toxic solid, semisolid or liquid filler, diluent, encapsulating material or 
formulation auxiliary of any type. The term "parenteral" as used herein refers to 
modes of administration which include intravenous, intramuscular, intraperitoneal, 
intrasternal, subcutaneous and intraarticular injection and infusion. 

Therapeutics of the invention are also suitably administered by sustained- 
release systems. Suitable examples of sustained-release Therapeutics include suitable 
polymeric materials (such as, for example, semi-permeable polymer matrices in the 
form of shaped articles, e.g., films, or mirocapsules), suitable hydrophobic materials 
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(for example as an emulsion in an acceptable oil) or ion exchange resins, and 
sparingly soluble derivatives (such as, for example, a sparingly soluble salt). 

Sustained-release matrices include polylactides (U.S. Pat. No. 3,773,919, EP 
58,481), copolymers of L-glutamic acid and gamma-ethyl-L-glutamate (Sidman et al., 

5 Biopoly mers 22:547-556 ( 1983)), poly (2- hydroxyethy! methacrylate) (Langer et al., 
J. Biomed. Mater. Res. 15:167-277 (1981), and Langer, Chem.Tech. 12:98-105 
(1982)), ethylene vinyl acetate (Langer et al. t Id.) or poly-D- (->3-hydroxybutyric 
acid (EP 133,988). 

Sustained-release Therapeutics also include liposomaliy entrapped 

10 Therapeutics of the invention (see generally, Langer, Science 249: 1527-1533 (1990); 
Treat et al., in Liposomes in the Therapy of Infectious Disease and Cancer, Lopez- 
Berestein and Fidler (eds.), Liss, New York, pp. 317 -327 and 353-365 (1989)). 
Liposomes containing the Therapeutic are prepared by methods known per se: DE 
3,218,121; Epstein et ai., Proc. Natl. Acad. Sci. (USA) 82:3688-3692 (1985); Hwang 

15 et al., Proc. Natl. Acad. Sci.(USA) 77:4030-4034 (1980); EP 52,322; EP 36,676; EP 
88,046; EP 143,949; EP 142,641; Japanese Pat Appl. 83-1 18008; U.S. Pat Nos. 
4,485,045 and 4,544,545; and EP 102,324. Ordinarily, the liposomes are of the small 
(about 200-800 Angstroms) unilamellar type in which the lipid content is greater than 
about 30 mol. percent cholesterol, the selected proportion being adjusted for the 

20 optimal Therapeutic. 

In yet an additional embodiment, the Therapeutics of the invention are 
delivered by way of a pump (see Langer, supra; Sefton, CRC Crit. Ref. Biomed. Eng. 
14:201 (1987); Buchwald et al., Surgery 88:507 (1980); Saudek et al., N. Engl. J. 
Med. 321:574(1989)). 

25 Other controlled release systems are discussed in the review by Langer 

(Science 249:1527-1533 (1990)). 
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For parenteral administration, in one embodiment, the Therapeutic is 
formulated generally by mixing it at the desired degree of purity, in a unit dosage 
injectable form (solution, suspension, or emulsion), with a pharmaceutically 
acceptable carrier, i.e., one that is non-toxic to recipients at the dosages and 

5 concentrations employed and is compatible with other ingredients of the formulation. 
For example, the formulation preferably does not include oxidizing agents and other 
compounds that are known to be deleterious to the Therapeutic. 

Generally, the formulations are prepared by contacting the Therapeutic 
uniformly and intimately with liquid carriers or finely divided solid carriers or both. 

10 Then, if necessary, the product is shaped into the desired formulation. Preferably the 
carrier is a parenteral carrier, more preferably a solution that is isotonic with the blood 
of the recipient. Examples of such carrier vehicles include water, saline, Ringer's 
solution, and dextrose solution. Non-aqueous vehicles such as fixed oils and ethyl 
oleate are also useful herein, as well as liposomes. 

15 The carrier suitably contains minor amounts of additives such as substances 

that enhance isotonicity and chemical stability. Such materials are non-toxic to 
recipients at the dosages and concentrations employed, and include buffers such as 
phosphate, citrate, succinate, acetic acid, and other organic acids or their salts; 
antioxidants such as ascorbic acid; low molecular weight (less than about ten 

20 residues) polypeptides, e.g., polyarginine or tripeptides; proteins, such as serum 
albumin, gelatin, or immunoglobulins; hydrophilic polymers such as 
polyvinylpyrrolidone; amino acids, such as glycine, glutamic acid, aspartic acid, or 
arginine; monosaccharides, disaccharides, and other carbohydrates including cellulose 
or its derivatives, glucose, manose, or dextrins; chelating agents such as EDTA; sugar 

25 alcohols such as mannitol or sorbitol; counterions such as sodium; and/or nonionic 
surfactants such as polysorbates, poloxamers, or PEG. 
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The Therapeutic is typically formulated in such vehicles at a concentration of 
about 0. 1 mg/ml to 100 mg/ml, preferably 1-10 mg/ml, at a pH of about 3 to 8. It will 
be understood that the use of certain of the foregoing excipients, carriers, or 
stabiiizers wiii result in the formation of polypeptide salts. 
5 Any pharmaceutical used for therapeutic administration can be sterile. 

Sterility is readily accomplished by filtration through sterile filtration membranes 
(e.g., 0.2 micron membranes). Therapeutics generally are placed into a container 
having a sterile access port, for example, an intravenous solution bag or vial having a 
stopper pierceable by a hypodermic injection needle. 
10 Therapeutics ordinarily will be stored in unit or multi-dose containers, for 

example, sealed ampoules or vials, as an aqueous solution or as a lyophilized 
formulation for reconstitution. As an example of a lyophilized formulation, 10-ml 
vials are filled with 5 ml of sterile-filtered 1% (w/v) aqueous Therapeutic solution, 
and the resulting mixture is lyophilized. The infusion solution is prepared by 
15 reconstituting the lyophilized Therapeutic using bacteriostatic Water-for-Injection. 

The invention also provides a pharmaceutical pack or kit comprising one or 
more containers filled with one or more of the ingredients of the Therapeutics of the 
invention. Associated with such containers) can be a notice in the form prescribed by 
a governmental agency regulating the manufacture, use or sale of pharmaceuticals or 
20 biological products, which notice reflects approval by the agency of manufacture, use 
or sale for human administration. In addition, the Therapeutics may be employed in 
conjunction with other therapeutic compounds. 

The Therapeutics of the invention may be administered alone or in 
combination with adjuvants. Adjuvants that may be administered with the 
25 Therapeutics of the invention include, but are not limited to, alum, alum plus 

deoxycholate (ImmunoAg), MTP-PE (Bioctne Corp.), QS21 (Genentech, Inc.), BCG, 
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and MPL. In a specific embodiment, Therapeutics of the invention are administered 
in combination with alum. In another specific embodiment, Therapeutics of the 
invention are administered in combination with QS-21. Further adjuvants that may be 
administered with the Therapeutics of the invention include, but are not limited to, 
Monophosphoryl lipid immunomodulator, AdjuVax 100a, QS-21, QS-18, CRL1005, 
Aluminum salts, MF-59, and Virosomal adjuvant technology. Vaccines that may be 
administered with the Therapeutics of the invention include, but are not limited to, 
vaccines directed toward protection against MMR (measles, mumps, rubella), polio, 
varicella, tetanus/diptheria, hepatitis A, hepatitis B, haemophilus influenzae B, 
whooping cough, pneumonia, influenza, Lyme's Disease, rotavirus, cholera, yellow 
fever, Japanese encephalitis, poliomyelitis, rabies, typhoid fever, and pertussis. 
Combinations may be administered either concomitantly, e.g., as an admixture, 
separately but simultaneously or concurrently; or sequentially. This includes 
presentations in which the combined agents are administered together as a therapeutic 
mixture, and also procedures in which the combined agents are administered 
separately but simultaneously, e.g., as through separate intravenous lines into the 
same individual. Administration "in combination" further includes the separate 
administration of one of the compounds or agents given first, followed by the second. 

The Therapeutics of the invention may be administered alone or in 
combination with other therapeutic agents. Therapeutic agents that may be 
administered in combination with the Therapeutics of the invention, include but not 
limited to, other members of the TNF family, chemotherapeutic agents, antibiotics, 
steroidal and non-steroidal anti-inflammatories, conventional immunotherapeutic 
agents, cytokines and/or growth factors. Combinations may be administered either 
concomitantly, e.g., as an admixture, separately but simultaneously or concurrently; 
or sequentially. This includes presentations in which the combined agents are 
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administered together as a therapeutic mixture, and also procedures in which the 
combined agents are administered separately but simultaneously, e.g., as through 
separate intravenous lines into the same individual. Administration "in combination" 
further includes the separate administration of one of the compounds or agents given 

5 first, followed by the second. 

In one embodiment, the Therapeutics of the invention are administered in 
combination with members of the TNF family. TNF, TNF-related or TNF-Iike 
molecules that may be administered with the Therapeutics of the invention include, 
but are not limited to, soluble forms of TNF-alpha, lymphotoxin-alpha (LT-alpha, 

10 also known as TNF-beta), LT-beta (found in complex heterotrimer LT-alpha2-beta), 
OPGL, FasL, CD27L, CD30L, CD40L, 4-1 BBL, DcR3, OX40L, TNF-gamma 
(International Publication No. WO 96/14328), AIM-I (International Publication No. 
WO 97/33899), endokine-alpha (International Publication No. WO 98/07880), TR6 
(International Publication No. WO 98/30694), OPG, and neutrokine-alpha 

15 (International Publication No. WO 98/1892 1 , OX40, and nerve growth factor (NGF), 
and soluble forms of Fas, CD30, CD27, CD40 and 4-IBB, TR2 (International 
Publication No. WO 96/34095), DR3 (International Publication No. WO 97/33904), 
DR4 (International Publication No. WO 98/32856), TR5 (International Publication 
No. WO 98/30693), TR6 (International Publication No. WO 98/30694), TR7 

20 (International Publication No. WO 98/41629), TRANK, TR9 (International 

Publication No. WO 98/56892),TR10 (International Publication No. WO 98/54202), 
312C2 (International Publication No. WO 98/06842), and TR12, and soluble forms 
CD154, CD70, andCD153. 

In certain embodiments, Therapeutics of the invention are administered in 

25 combination with antiretroviral agents, nucleoside reverse transcriptase inhibitors, 
non-nucleoside reverse transcriptase inhibitors, and/or protease inhibitors. 
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Nucleoside reverse transcriptase inhibitors that may be administered in combination 
with the Therapeutics of the invention, include, but are not limited to, RETROVIR"" 
(zidovudine/AZT), VIDEX'" (didanosine/ddl), HIVID'" (zalcitabine/ddC), ZERIT™ 
(stavudine/d4T), EP1VIR'" (Iamivudine/3TC), and COMBIVIR'" 
(zidovudine/lamivudine). Non-nucleoside reverse transcriptase inhibitors that may 
be administered in combination with the Therapeutics of the invention, include, but 
are not limited to, VIRAMUNE™ (nevirapine), RESCRIPTOR™ (delavirdine), and 
SUSTIVA™ (efavirenz). Protease inhibitors that may be administered in 
combination with the Therapeutics of the invention, include, but are not limited to, 
CRIXIVAN'" (indinavir), NORVIR'" (ritonavir), INVIRASE'" (saquinavir), and 
VIRACEPT™ (nelfinavir). In a specific embodiment, antiretroviral agents, 
nucleoside reverse transcriptase inhibitors, non-nucleoside reverse transcriptase 
inhibitors, and/or protease inhibitors may be used in any combination with 
Therapeutics of the invention to treat AIDS and/or to prevent or treat HIV infection. 

In other embodiments, Therapeutics of the invention may be administered in 
combination with anti-opportunistic infection agents. Anti-opportunistic agents that 
may be administered in combination with the Therapeutics of the invention, include, 
but are not limited to, TRIMETHOPRIM-SULFAMETHOXAZOLE'", 
DAPSONE'", PENTAMIDINE'", ATOVAQUONE'", ISONIAZID'", 
RIFAMPIN'", PYRAZ1NAMIDE~, ETHAMBUTOL™ RIFABUTIN'", 
CLARITHROMYCIN'", AZITHROMYCIN'", GANCICLOVIR'", 
FOSCARNET™, CIDOFOVIR'", FLUCONAZOLE™ , ITRACONAZOLE'", 
KETOCONAZOLE ™ , ACYCLOVIR'", FAMCICOLVIR™, PYRIMETHAMINE'", 
LEUCOVORIN'", NEUPOGEN'" (filgrastim/G-CSF), and LEUKINE'" 
(sargramostim/GM-CSF). In a specific embodiment, Therapeutics of the invention 
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are used in any combination with TRIMETHOPRIM-SULFAMETHOXAZOLE™, 
DAPSONE™, PENTAMIDINE"", and/or ATOVAQUONE™ to prophylactically 
treat or prevent an opportunistic Pneumocystis carinii pneumonia infection. In 
another specific embodiment, Therapeutics of the invention are used in any 

5 combination with ISON1AZID™, RIFAMPIN™, PYRAZINAMIDE™, and/or 
ETHAMBUTOL™ to prophylactically treat or prevent an opportunistic 
Mycobacterium avium complex infection. In another specific embodiment, 
Therapeutics of the invention are used in any combination with RIFABUTIN™, 
CLARITHROMYCIN™, and/or AZITHROMYCIN™ to prophylactically treat or 

10 prevent an opportunistic Mycobacterium tuberculosis infection. In another specific 
embodiment, Therapeutics of the invention are used in any combination with 
GANCICLOVIR™, FOSCARNET™, and/or CIDOFOVIR™ to prophylactically treat 
or prevent an opportunistic cytomegalovirus infection. In another specific 
embodiment, Therapeutics of the invention are used in any combination with 

15 FLUCONAZOLE™, ITRACONAZOLE™, and/or KETOCONAZOLE™ to 
prophylactically treat or prevent an opportunistic fungal infection. In another 
specific embodiment, Therapeutics of the invention are used in any combination with 
ACYCLOVIR™ and/or FAMCICOLVIR™ to prophylactically treat or prevent an 
opportunistic herpes simplex vims type I and/or type II infection. In another specific 

20 embodiment, Therapeutics of the invention are used in any combination with 

PYRIMETHAMINE™ and/or LEUCOVORIN™ to prophylactically treat or prevent 
an opportunistic Toxoplasma gondii infection. In another specific embodiment, 
Therapeutics of the invention are used in any combination with LEUCOVORIN™ 
and/or NEUPOGEN™ to prophylactically treat or prevent an opportunistic bacterial 

25 infection. 
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In a further embodiment, the Therapeutics of the invention are administered 
in combination with an antiviral agent. Antiviral agents that may be administered 
with the Therapeutics of the invention include, but are not limited to, acyclovir, 
ribavirin, amantadine, and remantidine. 

In a further embodiment, the Therapeutics of the invention are administered 
in combination with an antibiotic agent. Antibiotic agents that may be administered 
with the Therapeutics of the invention include, but are not limited to, amoxicillin, 
beta-Iactamases, aminoglycosides, beta-Iactam (glycopeptide), beta-Iactamases, 
Clindamycin, chloramphenicol, cephalosporins, ciprofloxacin, ciprofloxacin, 
erythromycin, fluoroquinolones, macrolides, metronidazole, penicillins, quinolones, 
rifampin, streptomycin, sulfonamide, tetracyclines, trimethoprim, trimethoprim- 
sulfamthoxazole, and vancomycin. 

Conventional nonspecific immunosuppressive agents, that may be 
administered in combination with the Therapeutics of the invention include, but are 
not limited to, steroids, cyclosporine, cyclosporine analogs, cyclophosphamide 
methylprednisone, prednisone, azathioprine, FK-506, 15-deoxyspergualin, and other 
immunosuppressive agents that act by suppressing the function of responding T cells. 

In specific embodiments, Therapeutics of the invention are administered in 
combination with immunosuppressants. Immunosuppressants preparations that may 
be administered with the Therapeutics of the invention include, but are not limited to, 
ORTHOCLONE™ (OKT3), SANDIMMUNE™/NEORAL™/SANGDYA ™ 
(cyclosporin), PROGRAF™ (tacrolimus), CELLCEPT™ (mycophenolate), 
Azathioprine, glucorticosteroids, and RAPAMUNE™ (sirolimus). In a specific 
embodiment, immunosuppressants may be used to prevent rejection of organ or bone 
marrow transplantation. 
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In an additional embodiment, Therapeutics of the invention are administered 
alone or in combination with one or more intravenous immune globulin preparations. 
Intravenous immune globulin preparations that may be administered with the 
Therapeutics of the invention include, but not limited to. GAMMAR™, 

5 IVEEGAM™, SANDOGLOBULIN™, GAMMAGARD S/D™, and GAMIMUNE™. 
In a specific embodiment, Therapeutics of the invention are administered in 
combination with intravenous immune globulin preparations in transplantation 
therapy (e.g., bone marrow transplant). 

In an additional embodiment, the Therapeutics of the invention are 

10 administered alone or in combination with an anti-inflammatory agent. Anti- 
inflammatory agents that may be administered with the Therapeutics of the invention 
include, but are not limited to, glucocorticoids and the nonsteroidal anti- 
inflammatories, aminoarylcarboxylic acid derivatives, arylacetic acid derivatives, 
arylbutyric acid derivatives, arylcarboxylic acids, arylpropionic acid derivatives, 

IS pyrazoles, pyrazolones, salicylic acid derivatives, thiazinecarboxamides, e- 

acetamidocaproic acid, S-adenosylmethionine, 3-amino-4-hydroxybutyric acid, 
amixetrine, bendazac, benzydamine, bucolome, dtfenpiramide, ditazol, emorfazone, 
guaiazulene, nabumetone, nimesulide, orgotein, oxaceprol, paranyline, perisoxal, 
pifoxime, proquazone, proxazole, and tenidap. 

20 In another embodiment, compostions of the invention are administered in 

combination with a chemotherapeutic agent. Chemotherapeutic agents that may be 
administered with the Therapeutics of the invention include, but are not limited to, 
antibiotic derivatives (e.g., doxorubicin, bleomycin, daunorubicin, and 
dactinomycin); antiestrogens (e.g., tamoxifen); antimetabolites (e.g., fluorouracil, 5- 

25 FU, methotrexate, floxuridine, interferon alpha-2b, glutamic acid, plicamycin, 
mercaptopurine, and 6-thioguanine); cytotoxic agents (e.g., carmustine, BCNU, 
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lomustine, CCNU, cytosine arabinoside, cyclophosphamide, estramustine, 
hydroxyurea, procarbazine, mitomycin, busulfan, cis-platin, and vincristine sulfate); 
hormones (e.g., medroxyprogesterone, estramustine phosphate sodium, ethinyl 
estradiol, estradiol, megestrol acetate, methvltestostemnr Hi^thvl 
diphosphate, chlorotrianisene, and testolactone); nitrogen mustard derivatives (e.g., 
mephalen, chorambucil, mechlorethamine (nitrogen mustard) and thiotepa); steroids 
and combinations (e.g., bethamethasone sodium phosphate); and others (e.g., 
dicarbazine, asparaginase, mitotane, vincristine sulfate, vinblastine sulfate, and 
etoposide). 

In a specific embodiment, Therapeutics of the invention are administered in 
combination with CHOP (cyclophosphamide, doxorubicin, vincristine, and 
prednisone) or any combination of the components of CHOP. In another 
embodiment, Therapeutics of the invention are administered in combination with 
Rituximab. In a further embodiment, Therapeutics of the invention are administered 
with Rituxmab and CHOP, or Rituxmab and any combination of the components of 
CHOP. 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with cytokines. Cytokines that may be administered 
with the Therapeutics of the invention include, but are not limited to, IL2, IL3, IL4, 
IL5, IL6, IL7 f IL10, IL12, IL13, IL15, anti-CD40, CD40L, IFN-gamma and TNF- 
alpha. In another embodiment, Therapeutics of the invention may be administered 
with any interleukin, including, but not limited to, IL-Ialpha, IL-lbeta, IL-2, IL-3, 
IL-4, IL-5, IL-6, IL-7, IL-8, IL-9, IL-10, 1L-1 1, 1L-I2, IL-13, IL-14, IL-15, IL 16, 
IL 17, IL-18, IL-19, IL-20, and IL-2L 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with angiogenic proteins. Angiogenic proteins that may 



WO 00/61628 



PCT/US00/O907O 



322 

be administered with the Therapeutics of the invention include, but are not limited to, 
Glioma Derived Growth Factor (GDGF), as disclosed in European Patent Number 
EP-399816; Platelet Derived Growth Factor-A (PDGF-A), as disclosed in European 
Patent Number EP-6821 10; Platelet Derived Growth Factor-B (PDGF-B), as 

5 disclosed in European Patent Number EP-2823 17; Placental Growth Factor (P1GF), as 
disclosed in International Publication Number WO 92/06194; Placental Growth 
Factor-2 (PIGF-2), as disclosed in Hauser et al., Gorwth Factors, 4:259-268 (1993); 
Vascular Endothelial Growth Factor (VEGF), as disclosed in International Publication 
Number WO 90/13649; Vascular Endothelial Growth Factor-A (VEGF-A), as 

10 disclosed in European Patent Number EP-506477; Vascular Endothelial Growth 

Factor-2 (VEGF-2), as disclosed in International Publication Number WO 96/39515; 
Vascular Endothelial Growth Factor B (VEGF-3); Vascular Endothelial Growth 
Factor B-186 (VEGF-B186), as disclosed in International Publication Number WO 
96/26736; Vascular Endothelial Growth Factor-D (VEGF-D), as disclosed in 

15 International Publication Number WO 98/02543; Vascular Endothelial Growth 

Factor-D (VEGF-D), as disclosed in International Publication Number WO 98/07832; 
and Vascular Endothelial Growth Factor-E (VEGF-E), as disclosed in German Patent 
Number DEI 9639601. The above mentioned references are incorporated herein by 
reference herein. 

20 In an additional embodiment, the Therapeutics of the invention are 

administered in combination with hematopoietic growth factors. Hematopoietic 
growth factors that may be administered with the Therapeutics of the invention 
include, but are not limited to, LEUKINE™ (S A RGRAMOSTIM m ) and 
NEUPOGEN™ (FILGRASTIM™). 

25 In an additional embodiment, the Therapeutics of the invention are 

administered in combination with Fibroblast Growth Factors. Fibroblast Growth 
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Factors that may be administered with the Therapeutics of the invention include, but 
are not limited to, FGF-i, FGF-2, FGF-3, FGF-4, FGF-5, FGF-6, FGF-7, FGF-8, 
FGF-9, FGF-10, FGF-1 1, FGF-12, FGF-13, FGF-14, and FGF-1 5. 
In additional embodiments, the Therapeutics of the invention are administered in 
5 combination with other therapeutic or prophylactic regimens, such as, for example, 
radiation therapy. 

Example 24: Method of Treati ng Decreased Levels of the Polypeptide; 

The present invention relates to a method for treating an individual in need of 
10 an increased level of a polypeptide of the invention in the body comprising 

administering to such an individual a composition comprising a therapeutically 
effective amount of an agonist of the invention (including polypeptides of the 
invention). Moreover, it will be appreciated that conditions caused by a decrease in 
the standard or normal expression level of a secreted protein in an individual can be 
15 treated by administering the polypeptide of the present invention, preferably in the 
secreted form. Thus, the invention also provides a method of treatment of an 
individual in need of an increased level of the polypeptide comprising administering 
to such an individual a Therapeutic comprising an amount of the polypeptide to 
increase the activity level of the polypeptide in such an individual. 
20 For example, a patient with decreased levels of a polypeptide receives a daily 

dose 0. 1- 100 ug/kg of the polypeptide for six consecutive days. Preferably, the 
polypeptide is in the secreted form. The exact details of the dosing scheme, based on 
administration and formulation, are provided in Example 23. 

25 Example 25: Method of Treating Increased Levels of the Polypepti de 
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The present invention also relates to a method of treating an individual in need 
of a decreased level of a polypeptide of the invention in the body comprising 
administering to such an individual a composition comprising a therapeutically 
effective amount of an antagonist of the invention (including polypeptides and 

5 antibodies of the invention). 

In one example, antisense technology is used to inhibit production of a 
polypeptide of the present invention. This technology is one example of a method of 
decreasing levels of a polypeptide, preferably a secreted form, due to a variety of 
etiologies, such as cancer. For example, a patient diagnosed with abnormally 

10 increased levels of a polypeptide is administered intravenously antisense 

polynucleotides at 0.5, 1.0, 1.5, 2.0 and 3.0 mg/kg day for 21 days. This treatment is 
repeated after a 7-day rest period if the treatment was well tolerated. The formulation 
of the antisense polynucleotide is provided in Example 23. 

15 Example 26: Method of Treatment Using Gene Therapy-Ex Vivo 

One method of gene therapy transplants fibroblasts, which are capable of 
expressing a polypeptide, onto a patient Generally, fibroblasts are obtained from a 
subject by skin biopsy. The resulting tissue is placed in tissue-culture medium and 
separated into small pieces. Small chunks of the tissue are placed on a wet surface of 

20 a tissue culture flask, approximately ten pieces are placed in each flask. The flask is 
turned upside down, closed tight and left at room temperature over night. After 24 
hours at room temperature, the flask is inverted and the chunks of tissue remain fixed 
to the bottom of the flask and fresh media (e.g., Ham's F12 media, with 10% FBS, 
penicillin and streptomycin) is added. The flasks are then incubated at 37 degree C 

25 for approximately one week. 
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At this time, fresh media is added and subsequently changed every several 
days. After an additional two weeks in culture, a monolayer of fibroblasts emerge. 
The monolayer is trypsinized and scaled into larger flasks. 

pMV-7 (Kirschmeier, PT. et aL DNA, 7:219-25 (1988)), flanked by the long 
5 terminal repeats of the Moloney murine sarcoma virus, is digested with EcoRI and 
Hindlll and subsequently treated with calf intestinal phosphatase. The linear vector is 
fractionated on agarose gel and purified, using glass beads. 

The cDNA encoding a polypeptide of the present invention can be amplified 
using PCR primers which correspond to the 5' and 3' end sequences respectively as set 

10 forth in Example 1 using primers and having appropriate restriction sites and 

initiation/stop codons, if necessary. Preferably, the 5' primer contains an EcoRI site 
and the 3' primer inclu3es a Hindlll site. Equal quantities of the Moloney murine 
sarcoma virus linear backbone and the amplified EcoRI and Hindlll fragment are 
added together, in the presence of T4 DNA ligase. The resulting mixture is 

15 maintained under conditions appropriate for ligation of the two fragments. The 

ligation mixture is then used to transform bacteria HB101, which are then plated onto 
agar containing kanamycin for the purpose of confirming that the vector has the gene 
of interest properly inserted. 

The amphotropic pA317 or GP+aml2 packaging cells are grown in tissue 

20 culture to confluent density in Dulbecco's Modified Eagles Medium (DMEM) with 
10% calf serum (CS), penicillin and streptomycin. The MSV vector containing the 
gene is then added to the media and the packaging cells transduced with the vector. 
The packaging cells now produce infectious viral particles containing the gene (the 
packaging cells are now referred to as producer cells). 

25 Fresh media is added to the transduced producer cells, and subsequently, the 

media is harvested from a 10 cm plate of confluent producer cells. The spent media, 
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containing the infectious viral particles, is filtered through a millipore filter to remove 
detached producer cells and this media is then used to infect fibroblast cells. Media is 
removed from a sub-confluent plate of fibroblasts and quickly replaced with the 
media from the producer ceiis. This media is removed and replaced with fresh media. 
5 If the titer of virus is high, then virtually all fibroblasts will be infected and no 
selection is required. If the titer is very low, then it is necessary to use a retroviral 
vector that has a selectable marker, such as neo or his. Once the fibroblasts have been 
efficiently infected, the fibroblasts are analyzed to determine whether protein is 
produced. 

1 0 The engineered fibroblasts are then transplanted onto the host, either alone or 

after having been grown to confluence on cytodex 3 microcarrier beads. 

Example 27: Gene Therapy Using Endogenous Genes Corresponding To 
Polynucleotides of the Invention 

15 Another method of gene therapy according to the present invention involves 

operabiy associating the endogenous polynucleotide sequence of the invention with a 
promoter via homologous recombination as described, for example, in U.S. Patent 
NO: 5,641,670, issued June 24, 1997; International Publication NO: WO 96/2941 1, 
published September 26, 1996; International Publication NO: WO 94/12650, 

20 published August 4, 1994; Koller et al., Proc. Natl Acad. ScL USA, 86:8932-8935 
(1989); and ZijlstraetaI.,Atawre, 342:435-438(1989). This method involves the 
activation of a gene which is present in the target cells, but which is not expressed in 
the cells, or is expressed at a lower level than desired. 

Polynucleotide constructs are made which contain a promoter and targeting 

25 sequences, which are homologous to the 5' non-coding sequence of endogenous 
polynucleotide sequence, flanking the promoter. The targeting sequence will be 
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sufficiently near the 5' end of the polynucleotide sequence so the promoter will be 
operably linked to the endogenous sequence upon homologous recombination. The 
promoter and the targeting sequences can be amplified using PGR. Preferably, the 
amnlifierl nrnmntpr 

j i ~ v . ...... w uiut.>ii^i. ibuliivuvii jr 1 1 n_ oic^o vjii tll^ _>» ailU J 

Preferably, the 3' end of the first targeting sequence contains the same restriction 
enzyme site as the 5' end of the amplified promoter and the 5' end of the second 
targeting sequence contains the same restriction site as the 3' end of the amplified 
promoter. 

The amplified promoter and the amplified targeting sequences are digested 
with the appropriate restriction enzymes and subsequently treated with calf intestinal 
phosphatase. The digested promoter and digested targeting sequences are added 
together in the presence of T4 DNA ligase. The resulting mixture is maintained under 
conditions appropriate for ligation of the two fragments. The construct is size 
fractionated on an agarose gel then purified by phenol extraction and ethanol 
precipitation. 

In this Example, the polynucleotide constructs are administered as naked 
polynucleotides via electroporation. However, the polynucleotide constructs may also 
be administered with transfection-facilitating agents, such as liposomes, viral 
sequences, viral particles, precipitating agents, etc. Such methods of delivery are 
known in the art. 

Once the cells are transfected, homologous recombination will take place 
which results in the promoter being operably linked to the endogenous polynucleotide 
sequence. This results in the expression of polynucleotide corresponding to the 
polynucleotide in the cell. Expression may be detected by immunological staining, or 
any other method known in the art. 



WO 00/61628 



PCT/US00/09070 



328 

Fibroblasts are obtained from a subject by skin biopsy. The resulting tissue is 
placed in DMEM + 10% fetal calf serum. Exponentially growing or early stationary 
phase fibroblasts are trypsinized and rinsed from the plastic surface with nutrient 
medium. An aliquot of the eel! suspension is removed for counting, and the remaining 

5 cells are subjected to centrifugation. The supernatant is aspirated and the pellet is 

resuspended in 5 ml of electroporation buffer (20 mM HEPES pH 7.3, 137 mM NaCl, 
5 mM KCI, 0.7 mM Na 2 HP0 4 , 6 mM dextrose). The cells are recentrifuged, the 
supernatant aspirated, and the cells resuspended in electroporation buffer containing 1 
mg/ml acetylated bovine serum albumin. The final cell suspension contains 

10 approximately 3X10 6 cells/ml. Electroporation should be performed immediately 
following resuspension. 

Plasmid DNA is prepared according to standard techniques. For example, to 
construct a plasmid for targeting to the locus corresponding to the polynucleotide of 
the invention, plasmid pUC18 (MB1 Fermentas, Amherst, NY) is digested with 

15 Hindlll. The CMV promoter is amplified by PCR with an Xbal site on the 5 1 end and 
a BamHl site on the 3'end. Two non-coding sequences are amplified via PCR: one 
non-coding sequence (fragment 1) is amplified with a Hindlll site at the 5' end and an 
Xba site at the 3'end; the other non-coding sequence (fragment 2) is amplified with a 
BamHI site at the 5'end and a Hindlll site at the 3'end. The CMV promoter and the 

20 fragments (1 and 2) are digested with the appropriate enzymes (CMV promoter - Xbal 
and BamHI; fragment 1 - Xbal; fragment 2 - BamHI) and ligated together. The 
resulting ligation product is digested with Hindlll, and ligated with the Hindlll- 
digested pUC18 plasmid. 

Plasmid DNA is added to a sterile cuvette with a 0.4 cm electrode gap 

25 (Bio-Rad). The final DNA concentration is generally at least 120 /<g/ml. 0.5 ml of the 
cell suspension (containing approximately 1.5.X10 6 cells) is then added to the cuvette, 
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tion is 



and the cell suspension and DNA solutions are gently mixed. Electroporati* 
performed with a Gene-Pulser apparatus (Bio-Rad). Capacitance and voltage are set at 
960 /*F and 250-300 V, respectively. As voltage increases, cell survival decreases, but 
the percentage of surviving cells, that stably incorporate the introduced DNA into their 
genome increases dramatically. Given these parameters, a pulse time of 
approximately 14-20 mSec should be observed. 

Electroporated cells are maintained at room temperature for approximately 5 
min, and the contents of the cuvette are then gently removed with a sterile transfer 
pipette. The cells are added directly to 10 ml of prewarmed nutrient media (DMEM 
with 15% calf serum) in a 10 cm dish and incubated at 37 degree C. The following 
day, the media is aspirated and replaced with 10 ml of fresh media and incubated for a 
further 16-24 hours. 

The engineered fibroblasts are then injected into the host, either alone or after 
having been grown to confluence on cytodex 3 microcarrier beads. The fibroblasts 
now produce the protein product. The fibroblasts can then be introduced into a 
patient as described above. 



Example 2ft; Method of Treatment U s ing Gene Thpranv - In Vivo 

Another aspect of the present invention is using in vivo gene therapy methods 
to treat disorders, diseases and conditions. The gene therapy method relates to the 
introduction of naked nucleic acid (DNA, RNA, and antisense DNA or RNA) 
sequences into an animal to increase or decrease the expression of the polypeptide. 
The polynucleotide of the present invention may be operatively linked to a promoter 
or any other genetic elements necessary for the expression of the polypeptide by the 
target tissue. Such gene therapy and delivery techniques and methods are known in 
the art, see, for example, WO90/1 1092, WQ98/1 1779; U.S. Patent NO. 5693622, 
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5705 15 1 , 5580859; Tabata et al., Cardiovasc. Res. 35(3):470-479 (1997); Chao et al. f 
Pharmacol. Res. 35(6):517-522(1997); Wolff, Neuromuscul. Disord. 7(5):3 14-318 
(1997); Schwartz et al., Gene Ther. 3(5):405-41 1 (1996); Tsurumi et al., Circulation 
94(i2):328i-3290 (1996) (incorporated herein by reference). 
5 The polynucleotide constructs may be delivered by any method that delivers 

injectable materials to the cells of an animal, such as, injection into the interstitial 
space of tissues (heart, muscle, skin, lung, liver, intestine and the like). The 
polynucleotide constructs can be delivered in a pharmaceutical^ acceptable liquid or 
aqueous carrier. 

10 The term "naked" polynucleotide, DNA or RNA, refers to sequences that are 

free from any delivery vehicle that acts to assist, promote, or facilitate entry into the 
cell, including viral sequences, viral particles, liposome formulations, lipofectin or 
precipitating agents and the like. However, the polynucleotides of the present 
invention may also be delivered in liposome formulations (such as those taught in 

15 Feigner P.L. et al. (1995) Ann. NY Acad. Sci. 772:126-139 and Abdailah B. et al. 
(1995) Biol. Cell 85(1): 1-7) which can be prepared by methods well known to those 
skilled in the art 

The polynucleotide vector constructs used in the gene therapy method are 
preferably constructs that will not integrate into the host genome nor will they contain 
20 sequences that allow for replication. Any strong promoter known to those skilled in 
the art can be used for driving the expression of DNA. Unlike other gene therapies 
techniques, one major advantage of introducing naked nucleic acid sequences into 
target cells is the transitory nature of the polynucleotide synthesis in the cells. Studies 
have shown that non-replicating DNA sequences can be introduced into cells to 
25 provide production of the desired polypeptide for periods of up to six months. 

: The polynucleotide construct can be delivered to the interstitial space of 
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tissues within the an animal, including of muscle, skin, brain, lung, liver, spleen, bone 
marrow, thymus, heart, lymph, blood, bone, cartilage, pancreas, kidney, gall bladder, 
stomach, intestine, testis, ovary, uterus, rectum, nervous system, eye, gland, and 
connective tissue. Interstitial space of the tissues comprises the intercellular fluid, 
5 mucopolysaccharide matrix among the reticular fibers of organ tissues, elastic fibers 
in the walls of vessels or chambers, collagen fibers of fibrous tissues, or that same 
matrix within connective tissue ensheathing muscle cells or in the lacunae of bone. It 
is similarly the space occupied by the plasma of the circulation and the lymph fluid of 
the lymphatic channels. Delivery to the interstitial space of muscle tissue is preferred 

10 for the reasons discussed below. They may be conveniently delivered by injection 
into the tissues comprising these cells. They are preferably delivered to and 
expressed in persistent, non-dividing cells which are differentiated, although delivery 
and expression may be achieved in non-differentiated or less completely 
differentiated cells, such as, for example, stem cells of blood or skin fibroblasts. In 

15 vivo muscle cells are particularly competent in their ability to take up and express 
polynucleotides. 

For the naked polynucleotide injection, an effective dosage amount of DNA or 
RNA will be in the range of from about 0.05 g/kg body weight to about 50 mg/kg 
body weight. Preferably the dosage will be from about 0.005 mg/kg to about 20 

20 mg/kg and more preferably from about 0.05 mg/kg to about 5 mg/kg. Of course, as 
the artisan of ordinary skill will appreciate, this dosage will vary according to the 
tissue site of injection. The appropriate and effective dosage of nucleic acid sequence 
can readily be determined by those of ordinary skill in the art and may depend on the 
condition being treated and the route of administration. The preferred route of 

25 administration is by the parenteral route of injection into the interstitial space of 

tissues. However, other parenteral routes may also be used, such as, inhalation of an 
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aerosol formulation particularly for delivery to lungs or bronchial tissues, throat or 
mucous membranes of the nose. In addition, naked polynucleotide constructs can be 
delivered to arteries during angioplasty by the catheter used in the procedure. 

The dose response effects of injected polynucleotide in muscle in vivo is 

5 determined as follows. Suitable template DNA for production of mRNA coding for 
polypeptide of the present invention is prepared in accordance with a standard 
recombinant DNA methodology. The template DNA, which may be either circular or 
linear, is either used as naked DNA or complexed with liposomes. The quadriceps 
muscles of mice are then injected with various amounts of the template DNA. 

10 Five to six week old female and male Balb/C mice are anesthetized by 

intraperitoneal injection with 0.3 ml of 2.5% Avertin. A 1.5 cm incision is made on 
the anterior thigh, and the quadriceps muscle is directly visualized. The template 
DNA is injected in 0. 1 ml of carrier in a 1 cc syringe through a 27 gauge needle over 
one minute, approximately 0.5 cm from the distal insertion site of the muscle into the 

15 knee and about 0.2 cm deep. A suture is placed over the injection site for future 
localization, and the skin is closed with stainless steel clips. 

After an appropriate incubation time (e.g., 7 days) muscle extracts are 
prepared by excising the entire quadriceps. Every fifth 15 um cross-section of the 
individual quadriceps muscles is histochemically stained for protein expression. A 

20 time course for protein expression may be done in a similar fashion except that 

quadriceps from different mice are harvested at different times. Persistence of DNA 
in muscle following injection may be determined by Southern blot analysis after 
preparing total cellular DNA and HIRT supernatants from injected and control mice. 
The results of the above experimentation in mice can be use to extrapolate proper 

25 dosages and other treatment parameters in humans and other animals using naked 
DNA. 
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Example 29: Transgenic Animals. 

The polypeptides of the invention can also be expressed in transgenic animals. 
Animals of any species, including, but not limited to, mice, rats, rabbits, hamsters, 
5 guinea pigs, pigs, micro-pigs, goats, sheep, cows and non-human primates, e.g., 

baboons, monkeys, and chimpanzees may be used to generate transgenic animals. In a 
specific embodiment, techniques described herein or otherwise known in the art, are 
used to express polypeptides of the invention in humans, as part of a gene therapy 
protocol. 

10 Any technique known in the art may be used to introduce the transgene (i.e., 

polynucleotides of the invention) into animals to produce the founder lines of 
transgenic animals. Such techniques include, but are not limited to, pronuclear 
microinjection (Paterson et al., Appl. Microbiol. Biotechnol. 40:691-698 (1994); 
Carver et al., Biotechnology (NY) 1 1: 1263-1270 (1993); Wright et al., Biotechnology 

15 (NY) 9:830-834 (1991); and Hoppe et al., U.S. Pat. No. 4,873,191 (1989)); retrovirus 
mediated gene transfer into germ lines (Van der Putten et al., Proc. Natl. Acad. Sci., 
USA 82:6148-6152 (1985)), blastocysts or embryos; gene targeting in embryonic 
stem cells (Thompson et al., Cell 56:313-321 (1989)); electroporation of cells or 
embryos (Lo, 1983, Mol Cell. Biol. 3:1803-1814(1983)); introduction of the 

20 polynucleotides of the invention using a gene gun (see, e.g., Ulmer et al., Science 
259:1745 (1993); introducing nucleic acid constructs into embryonic pleuripotent 
stem cells and transferring the stem cells back into the blastocyst; and sperm- 
mediated gene transfer (Lavitrano et al., Cell 57:717-723 (1989); etc. For a review of 
such techniques, see Gordon, Transgenic Animals," Intl. Rev. Cytol. 115:171-229 

25 (1989), which is incorporated by reference herein in its entirety. 
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Any technique known in the art may be used to produce transgenic clones 
containing polynucleotides of the invention, for example, nuclear transfer into 
enucleated oocytes of nuclei from cultured embryonic, fetal, or adult cells induced to 
quiescence (CampeU et al M Nature 380:64-66 (1996): Wilmut et al., Nature 385:810- 
5 813(1997)). 

The present invention provides for transgenic animals that carry the transgene 
in all their cells, as well as animals which carry the transgene in some, but not all their 
cells, i.e., mosaic animals or chimeric. The transgene may be integrated as a single 
transgene or as multiple copies such as in concatamers, e.g., head-to-head tandems or 

10 head-to-tail tandems. The transgene may also be selectively introduced into and 

activated in a particular cell type by following, for example, the teaching of Lasko et 
al. (Lasko et al., Proc. Natl. Acad. Sci. USA 89:6232-6236 (1992)). The regulatory 
sequences required for such a cell-type specific activation will depend upon the 
particular cell type of interest, and will be apparent to those of skill in the art. When 

IS it is desired that the polynucleotide transgene be integrated into the chromosomal site 
of the endogenous gene, gene targeting is preferred. Briefly, when such a technique is 
to be utilized, vectors containing some nucleotide sequences homologous to the 
endogenous gene are designed for the purpose of integrating, via homologous 
recombination with chromosomal sequences, into and disrupting the function of the 

20 nucleotide sequence of the endogenous gene. The transgene may also be selectively 
introduced into a particular cell type, thus inactivating the endogenous gene in only 
that cell type, by following, for example, the teaching of Gu et al. (Gu et al., Science 
265: 103-106 (1994)). The regulatory sequences required for such a cell-type specific 
inactivation will depend upon the particular cell type of interest, and will be apparent 

25 to those of skill in the art 
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Once transgenic animals have been generated, the expression of the 
recombinant gene may be assayed utilizing standard techniques. Initial screening 
may be accomplished by Southern blot analysis or PCR techniques to analyze animal 
tissues to verify that integration of the transgene has taken place. The level of mRNA 
5 expression of the transgene in the tissues of the transgenic animals may also be 

assessed using techniques which include, but are not limited to, Northern blot analysis 
of tissue samples obtained from the animal, in situ hybridization analysis, and reverse 
transcriptase-PCR (rt-PCR). Samples of transgenic gene -expressing tissue may also 
be evaluated immunocytochemically or immunohistochemically using antibodies 

10 specific for the transgene product. 

Once the founder animals are produced, they may be bred, inbred, outbred, or 
crossbred to produce colonies of the particular animal. Examples of such breeding 
strategies include, but are not limited to: outbreeding of founder animals with more 
than one integration site in order to establish separate lines; inbreeding of separate 

15 lines in order to produce compound transgenics that express the transgene at higher 
levels because of the effects of additive expression of each transgene; crossing of 
heterozygous transgenic animals to produce animals homozygous for a given 
integration site in order to both augment expression and eliminate the need for 
screening of animals by DNA analysis; crossing of separate homozygous lines to 

20 produce compound heterozygous or homozygous lines; and breeding to place the 
transgene on a distinct background that is appropriate for an experimental model of 
interest 

Transgenic animals of the invention have uses which include, but are not 
limited to, animal model systems useful in elaborating the biological function of 
25 polypeptides of the present invention, studying diseases, disorders, and/or conditions 
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associated with aberrant expression, and in screening for compounds effective in 
ameliorating such diseases, disorders, and/or conditions. 



Example 5G: Knock-Oat Animals, 

5 Endogenous gene expression can also be reduced by inactivating or "knocking 

out" the gene and/or its promoter using targeted homologous recombination. (E.g., 
see Smithies et ah, Nature 3 17:230-234 (1985); Thomas & Capecchi, Cell 5 1 :503- 
512 (1987); Thompson et al., Cell 5:313-321 (1989); each of which is incorporated by 
reference herein in its entirety). For example, a mutant, non-functional 

10 polynucleotide of the invention (or a completely unrelated DNA sequence) flanked by 
DNA homologous to the endogenous polynucleotide sequence (either the coding 
regions or regulatory regions of the gene) can be used, with or without a selectable 
marker and/or a negative selectable marker, to transfect cells that express 
polypeptides of the invention in vivo. In another embodiment, techniques known in 

15 the art are used to generate knockouts in cells that contain, but do not express the gene 
of interest. Insertion of the DNA construct, via targeted homologous recombination, 
results in in activation of the targeted gene. Such approaches are particularly suited in 
research and agricultural fields where modifications to embryonic stem cells can be 
used to generate animal offspring with an inactive targeted gene (e.g., see Thomas & 

20 Capecchi 1987 and Thompson 1989, supra). However this approach can be routinely 
adapted for use in humans provided the recombinant DNA constructs are directly 
administered or targeted to the required site in vivo using appropriate viral vectors that 
will be apparent to those of skill in the art. 

In further embodiments of the invention, cells that are genetically engineered 

25 to express the polypeptides of the invention, or alternatively, that are genetically 
engineered not to express the polypeptides of the invention (e.g., knockouts) are 
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administered to a patient in vivo. Such cells may be obtained from the patient (i.e., 
animal, including human) or an MHC compatible donor and can include, but are not 
limited to fibroblasts, bone marrow cells, blood cells (e^, lymphocytes), adipocytes, 
muscle cells, endothelial cells etc. The cells are genetically engineered in vitro using 
recombinant DNA techniques to introduce the coding sequence of polypeptides of the 
invention into the cells, or alternatively, to disrupt the coding sequence and/or 
endogenous regulatory sequence associated with the polypeptides of the invention, 
e^, by transduction (using viral vectors, and preferably vectors that integrate the 
transgene into the cell genome) or transfection procedures, including, but not limited 
to, the use of plasmids, cosmids, YACs. naked DNA, electroporation, liposomes, etc. 
The coding sequence of the polypeptides of the invention can be placed under the 
control of a strong constitutive or inducible promoter or promoter/enhancer to achieve 
expression, and preferably secretion, of the polypeptides of the invention. The 
engineered cells which express and preferably secrete the polypeptides of the 
invention can be introduced into the patient systemically, e.g., in the circulation, or 
intraperitoneally. 

Alternatively, the cells can be incorporated into a matrix and implanted in the 
body, e^, genetically engineered fibroblasts can be implanted as part of a skin graft; 
genetically engineered endothelial cells can be implanted as part of a lymphatic or 
vascular graft. (See, for example, Anderson et al. U.S. Patent No. 5,399,349; and 
Mulligan & Wilson, U.S. Patent No. 5,460,959 each of which is incorporated by 
reference herein in its entirety). 

When the cells to be administered are non-autologous or non-MHC 
compatible cells, they can be administered using well known techniques which 
prevent the development of a host immune response against the introduced cells. For 
example, the cells may be introduced in an encapsulated form which, while allowing 



WO 00/61628 



PCT/US00/09070 



338 

for an exchange of components with the immediate extracellular environment, does 
not allow the introduced cells to be recognized by the host immune system. 

Transgenic and "knock-out" animals of the invention have uses which include, 
but are not limited to, animal mode! systems useful in elaborating the biological 
5 function of polypeptides of the present invention, studying diseases, disorders, and/or 
conditions associated with aberrant expression, and in screening for compounds 
effective in ameliorating such diseases, disorders, and/or conditions. 

Example 31: Production of an Antibody 

10 a) Hybridoma Technology 

The antibodies of the present invention can be prepared by a variety of 
methods. (See, Current Protocols, Chapter 2.) As one example of such methods, cells 
expressing polypeptide(s) of the invention are administered to an animal to induce the 
production of sera containing polyclonal antibodies. In a preferred method, a 

15 preparation of polypeptide(s) of the invention is prepared and purified to render it 
substantially free of natural contaminants. Such a preparation is then introduced into 
an animal in order to produce polyclonal antisera of greater specific activity. 

Monoclonal antibodies specific for polypeptide(s) of the invention are 
prepared using hybridoma technology. (Kohler et al., Nature 256:495 (1975); Kohler 

20 et al., Eur. J. Immunol. 6:5 1 1 ( 1976); Kohler et al., Eur. J. Immunol. 6:292 (1976); 
Hammerling et al., in: Monoclonal Antibodies and T-Cell Hybridomas, Elsevier, 
N.Y., pp. 563-681 (1981)). In general, an animal (preferably a mouse) is immunized 
with polypeptide(s) of the invention or, more preferably, with a secreted polypeptide- 
expressing cell. Such polypeptide-expressing cells are cultured in any suitable tissue 

25 culture medium, preferably in Earle's modified Eagle's medium supplemented with 
10% fetal bovine serum (inactivated at about 56°Q, and supplemented with about 10 
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g/l of nonessential amino acids, about 1,000 U/ml of penicillin, and about I00//g/ml 
of streptomycin. 

The splenocytes of such mice are extracted and fused with a suitable myeloma 
cell line. Anv suitable mvelnma rpll Iin*» mnv h#> ; n „.:*u *u„ 
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present invention; however, it is preferable to employ the parent myeloma cell line 
(SP20), available from the ATCC After fusion, the resulting hybridoma cells are 
selectively maintained in HAT medium, and then cloned by limiting dilution as 
described by Wands et al. (Gastroenterology 80:225-232 (1981)). The hybridoma 
cells obtained through such a selection are then assayed to identify clones which 
secrete antibodies capable of binding the polypeptide(s) of the invention. 

Alternatively, additional antibodies capable of binding to polypeptide(s) of the 
invention can be produced in a two-step procedure using anti-idiotypic antibodies. 
Such a method makes use of the fact that antibodies are themselves antigens, and 
therefore, it is possible to obtain an antibody which binds to a second antibody. In 
accordance with this method, protein specific antibodies are used to immunize an 
animal, preferably a mouse. The splenocytes of such an animal are then used to 
produce hybridoma cells, and the hybridoma cells are screened to identify clones 
which produce an antibody whose ability to bind to the protein-specific antibody can 
be blocked by polypeptide(s) of the invention. Such antibodies comprise anti- 
idiotype antibodies to the protein-specific antibody and are used to immunize an 
animal to induce formation of further protein-specific antibodies. 

For in vivo use of antibodies in humans, an antibody is "humanized". Such 
antibodies can be produced using genetic constructs derived from hybridoma cells 
producing the monoclonal antibodies described above. Methods for producing 
chimeric and humanized antibodies are known in the art and are discussed herein. 
(See, for review, Morrison, Science 229: 1202 (1985); Oi et al., BioTechniques 4:214 
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(1986); Cabilly et al., U.S. Patent No. 4,816,567; Taniguchi et al., EP 17 1496; 
Morrison et al., EP 173494; Neuberger et al., WO 8601533; Robinson et al., WO 
870267 1 ; Boulianne et al., Nature 3 12:643 ( 1984); Neuberger et al., Nature 3 14:268 
(1985).) 

5 

b) Isolation Of Antibody Fragments Directed Against 

Polypeptide(s) From A Library Of scFvs 
Naturally occurring V-genes isolated from human PBLs are constructed into a 
library of antibody fragments which contain reactivities against polypeptide(s) of the 
10 invention to which the donor may or may not have been exposed (see e.g., U.S. Patent 
5,885,793 incorporated herein by reference in its entirety). 
Rescue of the Library. 

A libraryof scFvs is constructed from the RNA of human PBLs as described 
in PCT publication WO 92/01047. To rescue phage displaying antibody fragments, 

15 approximately 109 E. coli harboring the phagemid are used to inoculate 50 ml of 
2xTY containing 1% glucose and 100 //g/ml of ampicillin (2xTY-AMP-GLU) and 
grown to an O.D. of 0.8 with shaking. Five ml of this culture is used to innoculate 50 
ml of 2xTY-AMP-GLU, 2 x 108 TU of delta gene 3 helper (M13 delta gene III, see 
PCT publication WO 92/01047) are added and the culture incubated at 37°C for 45 

20 minutes without shaking and then at 37°C for 45 minutes with shaking. The culture is 
centrifuged at 4000 r.p.m. for 10 min. and the pellet resuspended in 2 liters of 2xTY 
containing 100 //g/ml ampicillin and 50 ug/ml kanamycin and grown overnight. 
Phage are prepared as described in PCT publication WO 92/01047. 

Ml 3 delta gene III is prepared as follows: M13 delta gene III helper phage 

25 does not encode gene III protein, hence the phage(mid) displaying antibody 

fragments have a greater avidity of binding to antigen. Infectious M13 delta gene III 
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particles are made by growing the helper phage in cells harboring a pUC19 derivative 
supplying the wild type gene III protein during phage morphogenesis. The culture is 
incubated for 1 hour at 37° C without shaking and then for a further hour at 37°C with 
shaking. Cells are spun down (IEC-Centra 8,400 r.p.m. for 10 min), resuspended in 

5 300 ml 2xTY broth containing 100 ampicillin/ml and 25 pig kanamycin/mi (2xTY- 
AMP-KAN) and grown overnight, shaking at 37°C. Phage particles are purified and 
concentrated from the culture medium by two PEG -precipitations (Sambrook et al., 
1990), resuspended in 2 ml PBS and passed through a 0.45 filter (Minisart NML; 
Sartorius) to give a final concentration of approximately 1013 transducing units/ml 

10 (ampicillin-resistant clones). 

Panning of the Library. 

Immunotubes (Nunc) are coated overnight in PBS with 4 ml of either 100 
^g/m! or 10 ^g/ml of a polypeptide of the present invention. Tubes are blocked with 
2% Marvel-PBS for 2 hours at 37°C and then washed 3 times in PBS. Approximately 

15 1013 TU of phage is applied to the tube and incubated for 30 minutes at room 

temperature tumbling on an over and under turntable and then left to stand for another 
1.5 hours. Tubes are washed 10 times with PBS 0.1% Tween-20 and 10 times with 
PBS. Phage are eluted by adding I ml of 100 mM triethylamine and rotating 15 
minutes on an under and over turntable after which the solution is immediately 

20 neutralized with 0.5 ml of 1.0M Tris-HCl, pH 7.4. Phage are then used to infect 10 
ml of mid-log E. coli TGI by incubating eluted phage with bacteria for 30 minutes at 
37°C. The E. coli are then plated on TYE plates containing 1% glucose and 100 
^g/ml ampicillin. The resulting bacterial library is then rescued with delta gene 3 
helper phage as described above to prepare phage for a subsequent round of selection. 

25 This process is then repeated for a total of 4 rounds of affinity purification with tube- 
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washing increased to 20 times with PBS, 0. 1% Tween-20 and 20 times with PBS for 
rounds 3 and 4. 

Characterization of Binders. 

Eluted phage from the 3rd and 4th rounds of selection are used to infect E coli 
5 HB 2151 and soluble scFv is produced (Marks, et al., 1991) from single colonies for 
assay. ELISAs are performed with microtitre plates coated with either 10 pg/ml of 
the polypeptide of the present invention in 50 mM bicarbonate pH 9.6. Clones 
positive in ELISA are further characterized by PCR fingerprinting (see, e.g., PCT 
publication WO 92/01047) and then by sequencing. These ELISA positive clones 
10 may also be further characterized by techniques known in the art, such as, for 

example, epitope mapping, binding affinity, receptor signal transduction, ability to 
block or competitively inhibit antibody/antigen binding, and competitive agonistic or 
antagonistic activity. 

15 Example 32: Assays Detecting Stimulation or Inhibition of B cell Proliferation 
and Differentiation 

Generation of functional humoral immune responses requires both soluble and 
cognate signaling between B-lineage cells and their microenvironment. Signals may 
impart a positive stimulus that allows a B-lineage cell to continue its programmed 

20 development, or a negative stimulus that instructs the cell to arrest its current 

developmental pathway. To date, numerous stimulatory and inhibitory signals have been 
found to influence B cell responsiveness including IL-2, IL-4, IL-5, 1L-6, IL-7, 1L10, IL- 
13, 1L-14 and IL-15. Interestingly, these signals are by themselves weak effectors but can, 
in combination with various co-stimulatory proteins, induce activation, proliferation, 

.25 differentiation, homing, tolerance and death among B cell populations. 

One of the best studied classes of B-cell co-stimulatory proteins is the TNF- 
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superfamily. Within this family CD40, CD27, and CD30 along with their respective 
ligands CD154, CD70, and CD153 have been found to regulate a variety of immune 
responses. Assays which allow for the detection and/or observation of the proliferation 

and different iattnn of th^c*» R_^^l I n^nnl^ti^Mn « *u ~: „ . . _ i 1 i . i 

t vm „, WrfW ^ v,,,, p^^uiuii^iio any intii ^iccuiiuii <iic vaiuauie 1001s in 

determining the effects various proteins may have on these B-cell populations in terms of 

proliferation and differentiation. Listed below are two assays designed to allow for the 

detection of the differentiation, proliferation, or inhibition of B-cell populations and their 

precursors. 

In Vitro Assay- Purified polypeptides of the invention, or truncated forms thereof, 
is assessed for its ability to induce activation, proliferation, differentiation or inhibition 
and/or death in B-cell populations and their precursors. The activity of the polypeptides of 
the invention on purified human tonsillar B cells, measured qualitatively over the dose 
range from 0.1 to 10,000 ng/mL, is assessed in a standard B-lymphocyte co-stimulation 
assay in which purified tonsillar B cells are cultured in the presence of either formalin- 
fixed Staphylococcus aureus Cowan 1 (SAC) or immobilized anti-human IgM antibody as 
the priming agent. Second signals such as IL-2 and 1L-15 synergize with SAC and IgM 
crosslinking to elicit B cell proliferation as measured by tritiated-thymidine incorporation. 
Novel synergizing agents can be readily identified using this assay. The assay involves 
isolating human tonsillar B cells by magnetic bead (MACS) depletion of CD3-positive 
cells. The resulting cell population is greater than 95% B cells as assessed by expression 
of CD45R(B220). 

Various dilutions of each sample are placed into individual wells of a 96-well plate 
to which are added 10 5 B-cells suspended in culture medium (RPMI 1640 containing 10% 
FBS, 5 X 10 5 M 2ME, lOOU/ml penicillin, lOug/ml streptomycin, and 10 5 dilution of 
SAC) in a total volume of 150ul. Proliferation or inhibition is quantitated by a 20h pulse 
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(luCi/well) with 3H-thymidine (6.7 Ci/mM) beginning 72h post factor addition. The 
positive and negative controls are IL2 and medium respectively. 

In Vivo Assay- BALB/c mice are injected (i.p.) twice per day with buffer only, or 
2 ing/Kg of a polypeptide of the invention, or truncated forms thereof. Mice receive this 
5 treatment for 4 consecutive days, at which time they are sacrificed and various tissues and 
serum collected for analyses. Comparison of H&E sections from normal spleens and 
spleens treated with polypeptides of the invention identify the results of the activity of the 
polypeptides on spleen cells, such as the diffusion of peri-arterial lymphatic sheaths, 
and/or significant increases in the nucleated cellularity of the red pulp regions, which may 
10 indicate the activation of the differentiation and proliferation of B-cell populations. 
Immunohistochemical studies using a B cell marker, anti-CD45R(B220), are used to 
determine whether any physiological changes to splenic cells, such as splenic 
disorganization, are due to increased B-cell representation within loosely defined B-cell 
zones that infiltrate established T-cell regions. 
15 Flow cytometric analyses of the spleens from mice treated with polypeptide is used 

to indicate whether the polypeptide specifically increases the proportion of ThB+, 
CD45R(B220)dull B cells over that which is observed in control mice. 

Likewise, a predicted consequence of increased mature B-cell representation in 
vivo is a relative increase in serum Ig titers. Accordingly, serum IgM and IgA levels are 
20 compared between buffer and polypeptide-treated mice. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides of the invention (e.g., gene therapy), agonists, and/or 
antagonists of polynucleotides or polypeptides of the invention. 



WO 00/61628 



PCT/US(M)/0«M)70 



345 



Example 33: T Cell Pr oliferation Assay 

A CD3-induced proliferation assay is performed on PBMCs and is measured by 
the uptake of 3 H-thymidine. The assay is performed as follows. Ninety-six well plates are 
coated with 100 ^il/well of mAb to CD3 (HIT3a, Pharmingen) or isotype-matched control 
mAb (B33.1) overnight at 4 degrees C (1 u-g/ml in .05M bicarbonate buffer, pH 9.5), then 
washed three times with PBS. PBMC are isolated by F/H gradient ccntrifugation from 
human peripheral blood and added to quadruplicate wells (5 x 10 4 /well) of mAb coated 
plates in RPMI containing 10% FCS and P/S in the presence of varying concentrations of 
polypeptides of the invention (total volume 200 ul). Relevant protein buffer and medium 
alone are controls. After 48 hr. culture at 37 degrees C, plates are spun for 2 min. at 1000 
rpm and 100 fxl of supernatant is removed and stored -20 degrees C for measurement of 
IL-2 (or other cytokines) if effect on proliferation is observed. Wells are supplemented 
with 100 ul of medium containing 0.5 uCi of 3 H-thymidine and cultured at 37 degrees C 
for 18-24 hr. Wells are harvested and incorporation of 3 H-thymidine used as a measure of 
proliferation. Anti-CD3 alone is the positive control for proliferation. IL-2 (100 U/ml) is 
also used as a control which enhances proliferation. Control antibody which does not 
induce proliferation of T cells is used as the negative controls for the effects of 
polypeptides of the invention. 

The studies described in this example tested activity of polypeptides of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides of the invention (e.g., gene therapy), agonists, and/or 
antagonists of polynucleotides or polypeptides of the invention. 
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Exam ple 34: Effect of Polypeptid es of the Invention on the Expression of MHC 
Class If, Costimulatorv and Adhesion Molecules and Cell Differentiation of 
Monocytes and Monocyte-Derived Human Dendritic Cells 

Dendritic cells are generated by the expansion of proliferating precursors found in 
5 the peripheral blood: adherent PBMC or elutriated monocytic fractions are cultured for 7- 
10 days with GM-CSF (50 ng/ml) and IL-4 (20 ng/ml). These dendritic cells have the 
characteristic phenotype of immature cells (expression of CD1, CD80, CD86, CD40 and 
MHC class II antigens). Treatment with activating factors, such as TNF-a, causes a rapid 
change in surface phenotype (increased expression of MHC class 1 and II, costimulatory 
10 and adhesion molecules, downregulation of FCyRII, upregulation of CD83). These 
changes correlate with increased antigen-presenting capacity and with functional 
maturation of the dendritic cells. 

FACS analysis of surface antigens is performed as follows. Cells are treated 1-3 
days with increasing concentrations of polypeptides of the invention or LPS (positive 
15 control), washed with PBS containing 1% BSA and 0.02 mM sodium azide, and then 
incubated with 1:20 dilution of appropriate FITC- or PE-labeled monoclonal antibodies 
for 30 minutes at 4 degrees C After an additional wash, the labeled cells are analyzed by 
flow cytometry on a FACScan (Becton Dickinson). 

20 Effect on the production of cytokines . Cytokines generated by dendritic cells, in 

particular IL-12, are important in the initiation of T-cell dependent immune responses. IL- 
12 strongly influences the development of Thl helper T-cell immune response, and 
induces cytotoxic T and NK cell function. An ELISA is used to measure the IL-12 release 
as follows. Dendritic cells (10 6 /ml) are treated with increasing concentrations of 

25 polypeptides of the invention for 24 hours. LPS ( 100 ng/ml) is added to the cell culture as 
positive control. Supernatants from the cell cultures are then collected and analyzed for 
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IL-12 content using commercial EL1SA kit (e..g, R&D Systems (Minneapolis, MN)). 
The standard protocols provided with the kits are used. 



Effect on the expression of MHC Class II, costimulatory and adhesion moiecuies. 
5 Three major families of cell surface antigens can be identified on monocytes: adhesion 
molecules, molecules involved in antigen presentation, and Fc receptor. Modulation of 
the expression of MHC class II antigens and other costimulatory molecules, such as B7 
and ICAM-1, may result in changes in the antigen presenting capacity of monocytes and 
ability to induce T cell activation. Increase expression of Fc receptors may correlate with 
10 improved monocyte cytotoxic activity, cytokine release and phagocytosis. 

FACS analysis is used to examine the surface antigens as follows. Monocytes are 
treated 1-5 days with increasing concentrations of polypeptides of the invention or LPS 
(positive control), washed with PBS containing 1% BSA and 0.02 mM sodium azide, and 
then incubated with 1:20 dilution of appropriate FITC- or PE-Iabeled monoclonal 
15 antibodies for 30 minutes at 4 degreesC. After an additional wash, the labeled cells are 
analyzed by flow cytometry on a FACScan (Becton Dickinson). 



Monocyte activation and/or increased survival. Assays for molecules that activate 
(or alternatively, inactivate) monocytes and/or increase monocyte survival (or 

20 alternatively, decrease monocyte survival) are known in the art and may routinely be 
applied to determine whether a molecule of the invention functions as an inhibitor or 
activator of monocytes. Polypeptides, agonists, or antagonists of the invention can be 
screened using the three assays described below. For each of these assays, Peripheral 
blood mononuclear cells (PBMC) are purified from single donor leukopacks (American 

25 Red Cross, Baltimore, MD) by centrifugation through a Histopaque gradient (Sigma). 
Monocytes are isolated from PBMC by counterflow centrifugal elutriation. 
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Monocyte Survival Assay . Human peripheral blood monocytes progressively lose 
viability when cultured in absence of serum or other stimuli. Their death results from 
internaiiy regulated process (apoptosis). Addition to the culture of activating factors, such 

5 as TNF-alpha dramatically improves cell survival and prevents DNA fragmentation. 
Propidium iodide (PI) staining is used to measure apoptosis as follows. Monocytes are 
cultured for 48 hours in polypropylene tubes in serum-free medium (positive control), in 
the presence of 100 ng/ml TNF-alpha (negative control), and in the presence of varying 
concentrations of the compound to be tested. Cells are suspended at a concentration of 2 x 

10 10 6 /ml in PBS containing PI at a final concentration of 5 ptg/ml, and then incubaed at room 
temperature for 5 minutes before FACScan analysis. PI uptake has been demonstrated to 
correlate with DNA fragmentation in this experimental paradigm. 

Effect on cytokine release. An important function of monocytes/macrophages is 
15 their regulatory activity on other cellular populations of the immune system through the 
release of cytokines after stimulation. An ELISA to measure cytokine release is 
performed as follows. Human monocytes are incubated at a density of 5x10 s cells/ml with 
increasing concentrations of the a polypeptide of the invention and under the same 
conditions, but in the absence of the polypeptide. For 1H2 production, the cells are 
20 primed overnight with IFN (100 U/ml) in presence of a polypeptide of the invention. LPS 
(10 ng/ml) is then added. Conditioned media are collected after 24h and kept frozen until 
use. Measurement of TNF-alpha, IL-10, MCP-1 and IL-8 is then performed using a 
commercially available ELISA kit (e..g, R&D Systems (Minneapolis, MN)) and applying 
the standard protocols provided with the kit. 



25 
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Oxidative burst. Purified monocytes are plated in 96-w plate at 2-lxlO 5 cell/well. 
Increasing concentrations of polypeptides of the invention are added to the wells in a total 
volume of 0.2 ml culture medium (RPMI 1640 + 10% FCS, glutamine and antibiotics). 
After 3 days incubation, the plates are centrifueed and the medium k r^mnvpH fr^m tho 
wells. To the macrophage monolayers, 0.2 ml per well of phenol red solution (140 mM 
NaCl, 10 mM potassium phosphate buffer pH 7.0, 5.5 mM dextrose, 0.56 mM phenol red 
and 19 U/ml of HRPO) is added, together with the stimulant (200 nM PMA). The plates 
are incubated at 37°C for 2 hours and the reaction is stopped by adding 20 p\ IN NaOH 
per well. The absorbance is read at 610 nm. To calculate the amount of H 2 0 2 produced by 
the macrophages, a standard curve of a H 2 0 2 solution of known molarity is performed for 
each experiment. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polypeptides, polynucleotides (e.g., gene therapy), agonists, and/or 
antagonists of the invention. 



Example 35: Biological Effects of P olype ptides of the Invention 

Astrocyte and Neuronal Assays - 

Recombinant polypeptides of the invention, expressed in Escherichia coli and 
purified as described above, can be tested for activity in promoting the survival, neurite 
outgrowth, or phenotypic differentiation of cortical neuronal cells and for inducing the 
proliferation of glial fibrillary acidic protein immunopositive cells, astrocytes. The 
selection of cortical cells for the bioassay is based on the prevalent expression of FGF-1 
and FGF-2 in cortical structures and on the previously reported enhancement of cortical 
neuronal survival resulting from FGF-2 treatment. A thymidine incorporation assay, for 
example, can be used to elucidate a polypeptide of the invention's activity on these cells. 
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Moreover, previous reports describing the biological effects of FGF-2 (basic FGF) 
on cortical or hippocampal neurons in vitro have demonstrated increases in both neuron 
survival and neurite outgrowth (Walicke et al., "Fibroblast growth factor promotes 
survival of dissociated hippocampai neurons and enhances neurite extension," Proc. NatL 

5 Acad. ScL USA 53:3012-3016. (1986), assay herein incorporated by reference in its 

entirety). However, reports from experiments done on PC- 12 cells suggest that these two 
responses are not necessarily synonymous and may depend on not only which FGF is 
being tested but also on which receptors) are expressed on the target cells. Using the 
primary cortical neuronal culture paradigm, the ability of a polypeptide of the invention to 

10 induce neurite outgrowth can be compared to the response achieved with FGF-2 using, for 
example, a thymidine incorporation assay. 

Fibroblast and endothelial cell assays - 

Human lung fibroblasts are obtained from Clonetics (San Diego, CA) and 
15 maintained in growth media from Clonetics. Dermal microvascular endothelial cells are 
obtained from Cell Applications (San Diego, CA). For proliferation assays, the human 
lung fibroblasts and dermal microvascular endothelial cells can be cultured at 5,000 
cells/well in a 96-well plate for one day in growth medium. The cells are then incubated 
for one day in 0.1% BSA basal medium. After replacing the medium with fresh 0.1% BSA 
20 medium, the cells are incubated with the test proteins for 3 days. Alamar Blue (Alamar 
Biosciences, Sacramento, CA) is added to each well to a final concentration of 10%. The 
cells are incubated for 4 hr. Cell viability is measured by reading in a CytoFluor 
fluorescence reader. For the PGI^ assays, the human lung fibroblasts are cultured at 
5,000 cells/well in a 96-well plate for one day. After a medium change to 0.1% BSA 
25 basal medium, the cells are incubated with FGF-2 or polypeptides of the invention with or 
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without IL-la for 24 hours. The supernatant* are collected and assayed for PGE, by EIA 
kit (Cayman, Ann Arbor, Ml). For the IL-6 assays, the human lung fibroblasts are 
cultured at 5,000 cells/well in a 96-well plate for one day. After a medium change to 

0.1% BSA basal medium, the celk are inmhnMH ™,tu vrzu ~> : . h _ 

5 polypeptides of the invention 1L- la for 24 hours. The supematants are collected and 
assayed for IL-6 by ELISA kit (Endogen, Cambridge, MA). 

Human lung fibroblasts are cultured with FGF-2 or polypeptides of the invention 
for 3 days in basal medium before the addition of Alamar Blue to assess effects on growth 
of the fibroblasts. FGF-2 should show a stimulation at 10 - 2500 ng/ml which can be used 
0 to compare stimulation with polypeptides of the invention. 

Parkinson Models 

The loss of motor function in Parkinson's disease is attributed to a deficiency of 
striatal dopamine resulting from the degeneration of the nigrostriatal dopaminergic 
projection neurons. An animal model for Parkinson's that has been extensively 
characterized involves the systemic administration of 1 -methyl^ phenyl 1,2,3,6- 
tetrahydropyridine (MPTP). In the CNS, MPTP is ,aken-u P by astrocytes and catabolized 
by monoamine oxidase B to I-methyl-4-phenyl pyridine (MPP>) and released. 
Subsequently, MPP* is actively accumulated in dopaminergic neurons by the high-affinity 
reuptake transporter for dopamine. MPP* is then concentrated in mitochondria by the 
electrochemical gradient and selectively inhib.ts nicotidamide adenine disphosphate: 
ubiquinone oxidoreductionase (complex I), thereby interfering with electron transport and 
eventually generating oxygen radicals. 

It has been demonstrated in tissue culture paradigms that FGF-2 (basic FGF) has 
trophic activity towards nigral dopaminergic neurons (Ferrari et al.. Dev. Biol. 1989). 
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Recently, Dr. Unsicker's group has demonstrated that administering FGF-2 in gel foam 
implants in the striatum results in the near complete protection of nigral dopaminergic 
neurons from the toxicity associated with MPTP exposure (Otto and Unsicker, J. 
Neuroscience, 1990). 

5 Based on the data with FGF-2, polypeptides of the invention can be evaluated to 

determine whether it has an action similar to that of FGF-2 in enhancing dopaminergic 
neuronal survival in vitro and it can also be tested in vivo for protection of dopaminergic 
neurons in the striatum from the damage associated with MPTP treatment. The potential 
effect of a polypeptide of the invention is first examined in vitro in a dopaminergic 

10 neuronal cell culture paradigm. The cultures are prepared by dissecting the midbrain floor 
plate from gestation day 14 Wistar rat embryos. The tissue is dissociated with trypsin and 
seeded at a density of 200,000 cells/cm 2 on polyorthinine-laminin coated glass coverslips. 
The cells are maintained in Dulbecco's Modified Eagle's medium and F12 medium 
containing hormonal supplements (Nl). The cultures are fixed with paraformaldehyde 

15 after 8 days in vitro and are processed for tyrosine hydroxylase, a specific marker for 
dopminergic neurons, immunohistochemical staining. Dissociated cell cultures are 
prepared from embryonic rats. The culture medium is changed every third day and the 
factors are also added at that time. 

Since the dopaminergic neurons are isolated from animals at gestation day 14, a 

20 developmental time which is past the stage when the dopaminergic precursor cells are 
proliferating, an increase in the number of tyrosine hydroxylase immunopositive neurons 
would represent an increase in the number of dopaminergic neurons surviving in vitro. 
Therefore, if a polypeptide of the invention acts to prolong the survival of dopaminergic 
neurons, it would suggest that the polypeptide may be involved in Parkinson's Disease. 

25 The studies described in this example tested activity of a polypeptide of the 

invention. However, one skilled in the art could easily modify the exemplified studies to 
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test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 36: The Effect of Polypepti d es of the Invention on the Growth of 
5 Vascular Endothelial Cells 

On day 1, human umbilical vein endothelial cells (HUVEC) are seeded at 2-5x1 0 4 
cells/35 mm dish density in M199 medium containing 4% fetal bovine serum (FBS), 16 
units/ml heparin, and 50 units/ml endothelial cell growth supplements (ECGS, 
Biotechnique, Inc.). On day 2, the medium is replaced with M199 containing 10% FBS, 8 
10 units/ml heparin. A polypeptide having the amino acid sequence of SEQ ID NO:Y, and 
positive controls, such as VEGF and basic FGF (bFGF) are added, at varying 
concentrations. On days 4 and 6, the medium is replaced. On day 8, cell number is 
determined with a Coulter Counter. 

An increase in the number of HUVEC cells indicates that the polypeptide of the 
15 invention may proliferate vascular endothelial cells. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

20 

Exa mple 37; Sti mulatory Effect of Polypeptides of the Invention oq the 
Proliferation of Vascular Endothelial Cells 

For evaluation of mitogenic activity of growth factors, the colorimetric MTS 
(3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyI)-2-(4-sulfophenyl)2H- 
25 tetrazolium) assay with the electron coupling reagent PMS (phenazine methosulfate) was 
performed (CellTiter 96 AQ t Promega). Cells are seeded in a 96-well plate (5,000 
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cells/well) in 0.1 mL serum-supplemented medium and are allowed to attach overnight. 
After serum-starvation for 12 hours in 0.5% FBS, conditions (bFGF t VEGF I65 or a 
polypeptide of the invention in 0.5% FBS) with or without Heparin (8 U/ml) are added to 
weiis for 48 hours. 20 mg of MTS/PMS mixture (1:0.05) are added per well and allowed 

5 to incubate for 1 hour at 37°C before measuring the absorbance at 490 nm in an ELISA 
plate reader. Background absorbance from control wells (some media, no cells) is 
subtracted, and seven wells are performed in parallel for each condition. See, Leak et ai 
In Vitro Cell. Dev. Biol 30A:5 12-518 (1994). 

The studies described in this example tested activity of a polypeptide of the 

10 invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 38: Inhibition of PDGF-induced Vascular Smoot h Muscle Cell 

15 Proliferation Stinmfrtory Effect 

HAoSMC proliferation can be measured, for example, by BrdUrd incorporation. 
Briefly, subconfluent, quiescent cells grown on the 4-chamber slides are transfected with 
CRP or FTTC-labeled AT2-3LP. Then, the cells are pulsed with 10% calf serum and 6 
mg/ml BrdUrd. After 24 h, immunocytochemistry is performed by using BrdUrd Staining 

20 Kit (Zymed Laboratories). In brief, the cells are incubated with the biotinylated mouse 

anti-BrdUrd antibody at 4 degrees C for 2 h after being exposed to denaturing solution and 
then incubated with the streptavidin-peroxidase and diaminobenzidine. After 
counterstaining with hematoxylin, the cells are mounted for microscopic examination, and 
the BrdUrd-positive cells are counted. The BrdUrd index is calculated as a percent of the 

25 BrdUrd-positive cells to the total cell number. In addition, the simultaneous detection of 
the BrdUrd staining (nucleus) and the FITC uptake (cytoplasm) is performed for 
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individual cells by the concomitant use of bright field illumination and dark field-UV 
fluorescent illumination. See, Hayashida et al., J. Biol. Chem. 6:27 1(36):2 1985-2 1992 
(1996). 

The studies described in this example tested activity of a polypeptide of the 
5 invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 39: Stimulation of Endothelial Migration 

10 This example will be used to explore the possibility that a polypeptide of the 

invention may stimulate lymphatic endothelial cell migration. 

Endothelial cell migration assays are performed using a 48 well microchemotaxis 
chamber (Neuroprobe Inc., Cabin John, MD; Falk, W., et al., J. Immunological Methods 
1980;33:239-247). Polyvinylpyrrolidone-free polycarbonate filters with a pore size of 8 

15 urn (Nucleopore Corp. Cambridge, MA) are coated with 0.1% gelatin for at least 6 hours 
at room temperature and dried under sterile air. Test substances are diluted to appropriate 
concentrations in M199 supplemented with 0.25% bovine serum albumin (BSA), and 25 
ul of the final dilution is placed in the lower chamber of the modified Boyden apparatus. 
Subconfluent, early passage (2-6) HUVEC or BMEC cultures are washed and trypsinized 

20 for the minimum time required to achieve cell detachment. After placing the filter 

between lower and upper chamber, 2.5 x 1 0 5 cells suspended in 50 ul M199 containing 1 % 
FBS are seeded in the upper compartment. The apparatus is then incubated for 5 hours at 
37°C in a humidified chamber with 5% C02 to allow cell migration. After the incubation 
period, the filter is removed and the upper side of the filter with the non-migrated cells is 

25 scraped with a rubber policeman. The filters are fixed with methanol and stained with a 
Giemsa solution (Diff-Quick, Baxter, McGraw Park, 1L). Migration is quantified by 
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counting cells of three random high-power fields (40x) in each well, and all groups are 
performed in quadruplicate. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
5 test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 40: Stimulation of Nitric O xide Production bv Endothelial Cells 

Nitric oxide released by the vascular endothelium is believed to be a mediator of 
10 vascular endothelium relaxation. Thus, activity of a polypeptide of the invention can be 
assayed by determining nitric oxide production by endothelial cells in response to the 
polypeptide. 

Nitric oxide is measured in 96-well plates of confluent microvascular endothelial 
cells after 24 hours starvation and a subsequent 4 hr exposure to various levels of a 
15 positive control (such as VEGF-1) and the polypeptide of the invention. Nitric oxide in 
the medium is determined by use of the Griess reagent to measure total nitrite after 
reduction of nitric oxide-derived nitrate by nitrate reductase. The effect of the polypeptide 
of the invention on nitric oxide release is examined on HUVEC. 

Briefly, NO release from cultured HUVEC monolayer is measured with a NO- 
20 specific polarographic electrode connected to a NO meter (Iso-NO, World Precision 
Instruments Inc.) (1049). Calibration of the NO elements is performed according to the 
following equation: 

2 KN0 2 + 2 KI + 2 H 2 S0 4 6 2 NO + 1 2 + 2 H 2 0 + 2 K 2 S0 4 
The standard calibration curve is obtained by adding graded concentrations of 
25 KN0 2 (0, 5, 10, 25, 50, 100, 250, and 500 nmol/L) into the calibration solution containing 
KI and H 2 S0 4 . The specificity of the Iso-NO electrode to NO is previously determined by 



WO 00/6102* 



PCT/i;SOO/09070 



measurement of NO from authentic NO gas (1050). The culture medium is removed and 
HUVECs are washed twice with Dulbecco's phosphate buffered saline. The cells are then 
bathed in 5 ml of filtered Krebs-Henseleit solution in 6-well plates, and the cell plates are 
kept on a slide warmer (Lab Line Instruments Inc.) To maintain the temperature at 37°C. 
5 The NO sensor probe is inserted vertically into the wells, keeping the tip of the electrode 2 
mm under the surface of the solution, before addition of the different conditions. 
S-nitroso acetyl penicillamin (SNAP) is used as a positive control. The amount of 
released NO is expressed as picomoles per lxlO 6 endothelial cells. All values reported are 
means of four to six measurements in each group (number of cell culture wells). See, 
10 Leak etal. Biochem. and Biophys. Res. Comm. 277:96-105 (1995). 

The studies described in this example tested activity of polypeptides of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

15 

Example 41: Effect of Polvpepides of the Invention on Cord Formation in 
Angiogenesis 

Another step in angiogenesis is cord formation, marked by differentiation of 
endothelial cells. This bioassay measures the ability of microvascular endothelial cells to 
20 form capillary-like structures (hollow structures) when cultured in vitro. 

CADMEC (microvascular endothelial cells) are purchased from Cell Applications, 
Inc. as proliferating (passage 2) cells and are cultured in Cell Applications' CADMEC 
Growth Medium and used at passage 5. For the in vitro angiogenesis assay, the wells of a 
48-welI cell culture plate are coated with Cell Applications' Attachment Factor Medium 
25 (200 ml/well) for 30 min. at 37°C. CADMEC are seeded onto the coated wells at 7,500 
cells/well and cultured overnight in Growth Medium. The Growth Medium is then 
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replaced with 300 mg Cell Applications' Chord Formation Medium containing control 
buffer or a polypeptide of the invention (0.1 to 100 ng/ml) and the cells are cultured for an 
additional 48 hr. The numbers and lengths of the capillary-like chords are quantitated 
through use of the Boeckeler VIA-170 video image analyzer. All assays are done in 
5 triplicate. 

Commercial (R&D) VEGF (50 ng/ml) is used as a positive control, b-esteradiol (1 
ng/ml) is used as a negative control. The appropriate buffer (without protein) is also 
utilized as a control. 

The studies described in this example tested activity of a polypeptide of the 
10 invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 42: Ang io genic Effect on Chick Chorioallantoic Membrane 
15 Chick chorioallantoic membrane (CAM) is a well-established system to examine 

angiogenesis. Blood vessel formation on CAM is easily visible and quantifiable. The 
ability of polypeptides of the invention to stimulate angiogenesis in CAM can be 
examined. 

Fertilized eggs of the White Leghorn chick (Gallus gallus) and the Japanese qual 
20 (Coturnix coturnix) are incubated at 37.8°C and 80% humidity. Differentiated CAM of 
1 6-day -old chick and 13-day-old qual embryos is studied with the following methods. 

On Day 4 of development, a window is made into the egg shell of chick eggs. The 
embryos are checked for normal development and the eggs sealed with cellotape. They 
are further incubated until Day 13. Thermanox coverslips (Nunc, Naperville, IL) are cut 
25 into disks of about 5 mm in diameter. Sterile and salt-free growth factors are dissolved in 
distilled water and about 3.3 mg/ 5 ml are pipetted on the disks. After air-drying, the 
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inverted disks are applied on CAM. After 3 days, the specimens are Fixed in 3% 
glutaraldehyde and 2% formaldehyde and rinsed in 0.12 M sodium cacodylate buffer. 
They are photographed with a stereo microscope [Wild M8] and embedded for semi- and 

lllfritdin ^a/itiAfiinn r% r> /^ar/^ri Karl o K/M I A ^rtntr-rtln n m r% s% «-P rm r» r\ iiiif-lt nnrrinr *-l«r.L-r« n 1 n n 
LJ 1 LI CI 11 1 1 11 OV^^LIWIII J l£ CIO ULOCIILiL/U aUW*Vy, V^V/IILl V^l O HI \^ p t- 1 1 \Jt 1 1 JVM TV 1111 L-Ul 1 1 V 1 UIOKd Cll^Ut. 

5 The studies described in this example tested activity of a polypeptide of the 

invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

10 Example 43: Ang io genesis Assay Using a Matrigel Implant in Mouse 

In vivo angiogenesis assay of a polypeptide of the invention measures the ability of 
an existing capillary network to form new vessels in an implanted capsule of murine 
extracellular matrix material (Matrigel). The protein is mixed with the liquid Matrigel at 4 
degree C and the mixture is then injected subcutaneously in mice where it solidifies. After 

15 7 days, the solid "plug" of Matrigel is removed and examined for the presence of new 
blood vessels. Matrigel is purchased from Becton Dickinson Labware/Coliaborative 
Biomedical Products. 

When thawed at 4 degree C the Matrigel material is a liquid. The Matrigel is 
mixed with a polypeptide of the invention at 150 ng/ml at 4 degrees C and drawn into cold 

2Q 3 ml syringes. Female C57B1/6 mice approximately 8 weeks old are injected with the 
mixture of Matrigel and experimental protein at 2 sites at the midventral aspect of the 
abdomen (0.5 ml/site). After 7 days, the mice are sacrificed by cervical dislocation, the 
Matrigel plugs are removed and cleaned (i.e., all clinging membranes and fibrous tissue is 
removed). Replicate whole plugs are fixed in neutral buffered 10% formaldehyde, 

25 embedded in paraffin and used to produce sections for histological examination after 
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staining with Masson's Trichrome. Cross sections from 3 different regions of each plug 
are processed. Selected sections are stained for the presence of vWF. The positive control 
for this assay is bovine basic FGF(150 ng/ml). Matrigel alone is used to determine basal 
levels of angiogenesis. 
5 The studies described in this example tested activity of a polypeptide of the . 

invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



10 Example 44: Rescue of Ischemia in Rabbit Low er Limb Model 

To study the in vivo effects of polynucleotides and polypeptides of the invention 
on ischemia, a rabbit hindlimb ischemia model is created by surgical removal of one 
femoral arteries as described previously (Takeshita et al, Am J. Pathol 147: 1649-1660 
(1995)). The excision of the femoral artery results in retrograde propagation of thrombus 

15 and occlusion of the external iliac artery. Consequently, blood flow to the ischemic limb 
is dependent upon collateral vessels originating from the internal iliac artery (Takeshitaif 
al. Am 7. Pathol 147: 1649-1660 (1995)). An interval of 10 days is allowed for post- 
operative recovery of rabbits and development of endogenous* collateral vessels. At 10 
day postoperatively (day 0), after performing a baseline angiogram, the internal iliac 

20 artery of the ischemic limb is transfected with 500 mg naked expression plasmid 

containing a polynucleotide of the invention by arterial gene transfer technology using a 
hydrogel-coated balloon catheter as described (Riessen et ah Hum Gene Ther. 4:749-758 
(1993); Leclerc et al J. Clin, Invest. 90: 936-944 (1992)). When a polypeptide of the 
invention is used in the treatment, a single bolus of 500 mg polypeptide of the invention or 

25 control is delivered into the internal iliac artery of the ischemic limb over a period of 1 
min. through an infusion catheter. On day 30, various parameters are measured in these 
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rabbits: (a) BP ratio - The blood pressure ratio of systolic pressure of the ischemic limb to 
that of normal limb; (b) Blood Flow and Flow Reserve - Resting FL: the blood flow 
during undilated condition and Max FL: the blood flow during fully dilated condition (also 
an indirect measure of the blood vessel amount) and Flow Reserve is reflected by the ratio 

5 of max FL: resting FL; (c) Angiographic Score - This is measured by the angiogram of 
collateral vessels. A score is determined by the percentage of circles in an overlaying grid 
that with crossing opacified arteries divided by the total number m the rabbit thigh; (d) 
Capillary density - The number of collateral capillaries determined in light microscopic 
sections taken from hindlimbs. 

10 The studies described in this example tested activity of polynucleotides and 

polypeptides of the invention. However, one skilled in the art could easily modify the 
exemplified studies to test the agonists, and/or antagonists of the invention. 

Example 45: Effect of Polypeptides of the Invention on Vasodilation 
15 Since dilation of vascular endothelium is important in reducing blood pressure, the 

ability of polypeptides of the invention to affect the blood pressure in spontaneously 
hypertensive rats (SHR) is examined. Increasing doses (0, 10, 30, 100, 300, and 900 
mg/kg) of the polypeptides of the invention are administered to 13-14 week old 
spontaneously hypertensive rats (SHR). Data are expressed as the mean +/- SEM. 
20 Statistical analysis are performed with a paired t-test and statistical significance is defined 
as p<0.05 vs. the response to buffer alone. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
25 invention. 
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Example 46: Rat Ischemic Skin Flap Model 

The evaluation parameters include skin blood flow, skin temperature, and factor 
VIII immunohistochemistry or endothelial alkaline phosphatase reaction. Expression of 
polypeptides of the invention, during the skin ischemia, is studied using in situ 
5 hybridization. 

The study in this model is divided into three parts as follows: 

a) Ischemic skin 

b) Ischemic skin wounds 

c) Normal wounds 

10 The experimental protocol includes: 

a) Raising a 3x4 cm, single pedicle full-thickness random skin flap (myocutaneous 
flap over the lower back of the animal). 

b) An excisional wounding (4-6 mm in diameter) in the ischemic skin (skin-flap). 

c) Topical treatment with a polypeptide of the invention of the excisional wounds 
15 (day 0, 1, 2, 3, 4 post-wounding) at the following various dosage ranges: lmg to 100 mg. 

d) Harvesting the wound tissues at day 3, 5, 7, 10, 14 and 21 post-wounding for 
histological, immunohistochemical, and in situ studies. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
20 test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 47: Peripheral Arterial Disease Model 
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Angiogenic therapy using a polypeptide of the invention is a novel therapeutic 
strategy to obtain restoration of blood flow around the ischemia in case of peripheral 
arterial diseases. The experimental protocol includes: 

a) One side of the femoral artery is ligated to create ischemic muscle of 
5 the hindlimb, the other side of hindlimb serves as a control. 

b) a polypeptide of the invention, in a dosage range of 20 mg - 500 mg, is 
delivered intravenously and/or intramuscularly 3 times (perhaps more) per week for 2-3 
weeks. 

c) The ischemic muscle tissue is collected after ligation of the femoral 

10 artery at 1,2, and 3 weeks for the analysis of expression of a polypeptide of the invention 

and histology. Biopsy is also performed on the other side of normal muscle of the 

contralateral hindlimb. 

The studies described in this example tested activity of a polypeptide of the 

invention. However, one skilled in the art could easily modify the exemplified studies to 
15 test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 

invention. 

Example 48: Ischemic Myocardial Disease Model 

20 A polypeptide of the invention is evaluated as a potent mitogen capable of 

stimulating the development of collateral vessels, and restructuring new vessels after 
coronary artery occlusion. Alteration of expression of the polypeptide is investigated in 
situ. The experimental protocol includes: 

a) The heart is exposed through a left-side thoracotomy in the rat. Immediately, 

25 the left coronary artery is occluded with a thin suture (6-0) and the thorax is closed. 
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b) a polypeptide of the invention, in a dosage range of 20 mg - 500 mg, is 
delivered intravenously and/or intramuscularly 3 times (perhaps more) per week for 2-4 
weeks. 

c) Thirty days after the surgery, the heart is removed and cross-sectioned 
5 for morphometric and in situ analyzes. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

10 

Example 49: Rat Corneal Wound Healing Model 

This animal model shows the effect of a polypeptide of the invention on 
neovascularization. The experimental protocol includes: 
15 a) Making a 1-1.5 mm long incision from the center of cornea into the stromal 

layer. 

b) Inserting a spatula below the lip of the incision facing the outer corner of 
the eye. 

c) Making a pocket (its base is 1-1.5 mm form the edge of the eye). 

20 d) Positioning a pellet, containing 50ng- 5ug of a polypeptide of the invention, 

within the pocket 

e) Treatment with a polypeptide of the invention can also be applied topically 
to the corneal wounds in a dosage range of 20mg - SOOmg (daily treatment for five days). 
The studies described in this example tested activity of a polypeptide of the 
25 invention. However, one skilled in the art could easily modify the exemplified studies to 
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test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example $Q; Diabetic Mouse and Cli icocorticoid-Impaired Wound Heali 
Models 



A . Diabetic db+ldb+ Mouse Model. 

To demonstrate that a polypeptide of the invention accelerates the healing process, 
the genetically diabetic mouse mode! of wound healing is used. The full thickness wound 
healing model in the db+/db+ mouse is a well characterized, clinically relevant and 
reproducible model of impaired wound healing. Healing of the diabetic wound is 
dependent on formation of granulation tissue and re-epithelialization rather than 
contraction (Gartner, M.H. et aL, J. Surg. Res. 52:389 (1992); Greenhalgh, D.G. et aL, 
Am. J. PathoL 756:1235 (1990)). 

The diabetic animals have many of the characteristic features observed in Type II 
diabetes mellitus. Homozygous (db+/db+) mice are obese in comparison to their normal 
heterozygous (db+/+m) littermates. Mutant diabetic (db+/db+) mice have a single 
autosomal recessive mutation on chromosome 4 (db+) (Coleman et al Proc. Natl. Acad, 
Sci. USA 77:283-293 (1982)). Animals show polyphagia, polydipsia and polyuria. 
Mutant diabetic mice (db+/db+) have elevated blood glucose, increased or normal insulin 
levels, and suppressed cell-mediated immunity (Mandel et aL, J. Immunol. 720:1375 
(1978); Debray-Sachs, M. et al, Clin. Exp. Immunol. 5I(I):\-1 (1983); Leiter et aL, Am. 
J. of PathoL 774:46-55 (1985)). Peripheral neuropathy, myocardial complications, and 
microvascular lesions, basement membrane thickening and glomerular filtration 
abnormalities have been described in these animals (Norido, F. et aL, Exp. Neurol 
83(2):22\-232 (1984); Robertson et al, Diabetes 29(1): 60-67 ( 1980); Giacomelli et al, 
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Lab Invest. 40^:460-473 (1979); Coleman, D.L., Diabetes 31 (Suppl):\-6 (1982)). These 
homozygous diabetic mice develop hyperglycemia that is resistant to insulin analogous to 
human type II diabetes (Mandel etal, J* Immunol 720:1375-1377 (1978)). 

The characteristics observed in these animals suggests that healing in this model 

5 may be similar to the healing observed in human diabetes (Greenhalgh, et al, Am, J. of 
Pathol 736:1235-1246(1990)). 

Genetically diabetic female C57BL/KsJ (db+/db+) mice and their non-diabetic 
(db+/+m) heterozygous littermates are used in this study (Jackson Laboratories). The 
animals are purchased at 6 weeks of age and are 8 weeks old at the beginning of the study. 

10 Animals are individually housed and received food and water ad libitum. All 

manipulations are performed using aseptic techniques. The experiments are conducted 
according to the rules and guidelines of Human Genome Sciences, Inc. Institutional 
Animal Care and Use Committee and the Guidelines for the Care and Use of Laboratory 
Animals. 

15 Wounding protocol is performed according to previously reported methods 

(Tsuboi, R. and Rifkin, D.B., J. Exp. Med. 772:245-251 (1990)). Briefly, on the day of 
wounding, animals are anesthetized with an intraperitoneal injection of Avertin (0.01 
mg/mL), 2,2,2-tribromoethanol and 2-methyl-2-butanol dissolved in deionized water. The 
dorsal region of the animal is shaved and the skin washed with 70% ethanol solution and 

20 iodine. The surgical area is dried with sterile gauze prior to wounding. An 8 mm full- 
thickness wound is then created using a Keyes tissue punch. Immediately following 
wounding, the surrounding skin is gently stretched to eliminate wound expansion. The 
wounds are left open for the duration of the experiment. Application of the treatment is 
given topically for 5 consecutive days commencing on the day of wounding. Prior to 

25 treatment, wounds are gently cleansed with sterile saline and gauze sponges. 
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Wounds are visually examined and photographed at a fixed distance at the day of 
surgery and at two day intervals thereafter. Wound closure is determined by daily 
measurement on days 1-5 and on day 8. Wounds are measured horizontally and vertically 
using a calibrated Jameson caliper. Wounds are considered healed if granulation tissue is 
5 no longer visible and the wound is covered by a continuous epithelium. 

A polypeptide of the invention is administered using at a range different doses, 
from 4mg to 500mg per wound per day for 8 days in vehicle. Vehicle control groups 
received SOmLof vehicle solution. 

Animals are euthanized on day 8 with an intraperitoneal injection of sodium 
10 pentobarbital (300mg/kg). The wounds and surrounding skin are then harvested for 
histology and immunohistochemistry. Tissue specimens are placed in 10% neutral 
buffered formalin in tissue cassettes between biopsy sponges for further processing. 

Three groups of 10 animals each (5 diabetic and 5 non-diabetic controls) are 
evaluated: 1) Vehicle placebo control, 2) untreated group, and 3) treated group. 
15 Wound closure is analyzed by measuring the area in the vertical and horizontal 

axis and obtaining the total square area of the wound. Contraction is then estimated by 
establishing the differences between the initial wound area (day 0) and that of post 
treatment (day 8). The wound area on day 1 is 64mm 2 , the corresponding size of the 
dermal punch. Calculations are made using the following formula: 

20 

JOpen area on day 8] - (Open area on day 1 J / [Open area on day 1 1 



Specimens are fixed in 10% buffered formalin and paraffin embedded blocks are 
sectioned perpendicular to the wound surface (5mm) and cut using a Reichert-Jung 
25 microtome. Routine hematoxylin-eosin (H&E) staining is performed on cross-sections of 
bisected wounds. Histologic examination of the wounds are used to assess whether the 
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healing process and the morphologic appearance of the repaired skin is altered by 
treatment with a polypeptide of the invention. This assessment included verification of 
the presence of cell accumulation, inflammatory cells, capillaries, fibroblasts, re- 
epitheiiaiizaiion and epidermal maturity (Greenhalgh. D.G. et ai, Am. J. Pathol. 136:1235 

5 (1990)). A calibrated lens micrometer is used by a blinded observer. 

Tissue sections are also stained immunohistochemically with a polyclonal rabbit 
anti-human keratin antibody using ABC Elite detection system. Human skin is used as a 
positive tissue control while non-immune IgG is used as a negative control. Keratinocyte 
growth is determined by evaluating the extent of reepithelialization of the wound using a 

10 calibrated lens micrometer. 

Proliferating cell nuclear antigen/cyclin (PCNA) in skin specimens is demonstrated 
by using anti-PCNA antibody (1 :50) with an ABC Elite detection system. Human colon 
cancer can serve as a positive tissue control and human brain tissue can be used as a 
negative tissue control. Each specimen includes a section with omission of the primary 

IS antibody and substitution with non-immune mouse IgG. Ranking of these sections is 

based on the extent of proliferation on a scale of 0-8, the lower side of the scale reflecting 
slight proliferation to the higher side reflecting intense proliferation. 

Experimental data are analyzed using an unpaired t tesL A p value of < 0.05 is 
considered significant 

20 

B. Steroid Impaired Rat Model 

The inhibition of wound healing by steroids has been well documented in various 
in vitro and in vivo systems (Wahl, Glucocorticoids and Wound healing. In: Anti- 
InflammatQiy Steroid Action: Basic and Clinical Aspects. 280-302 (1989); Wahlefa/., J. 
25 Immunol. 115: 476-481 (1975); Werb et ai, J. Exp. Med. 747:1684-1694 (1978)). 

Glucocorticoids retard wound healing by inhibiting angiogenesis, decreasing vascular 
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permeability (Ebert etal., An. Intern. Med. 37:701-705 ( 1952)), fibroblast proliferation, 
and collagen synthesis (Beck et al., Growth Factors. 5:295-304(1991); Haynes era/., 
J. Clin. Invest. 61: 703-797 (1978)) and producing a transient reduction of circulating 
monocytes (Haynes et aL J. Clin Invest. 61: 703-797 (1978); Wahl, "Glucocorticoids and 
5 wound healing", In: Antiinflammatory Steroid Action: Basic and Clinical Aspects, 

Academic Press, New York, pp. 280-302 (1989)). The systemic administration of steroids 
to impaired wound healing is a well establish phenomenon in rats (Beck et aL, Growth 
Factors. 5:295-304(1991); Haynes et aL, J. Clin. Invest. 61: 703-797 ( 1978); Wahl, 
"Glucocorticoids and wound healing", In: Antiinflammatory Steroid Action: Basic and 

10 Clinical Aspects, Academic Press, New York, pp. 280-302 ( 1989); Pierce et aL, Proc. 
Natl. Acad. ScL USA 86: 2229-2233 (1989)). 

To demonstrate that a polypeptide of the invention can accelerate the healing 
process, the effects of multiple topical applications of the polypeptide on full thickness 
excisional skin wounds in rats in which healing has been impaired by the systemic 

15 administration of methylprednisolone is assessed. 

Young adult male Sprague Dawley rats weighing 250-300 g (Charles River 
Laboratories) are used in this example. The animals are purchased at 8 weeks of age and 
are 9 weeks old at the beginning of the study. The healing response of rats is impaired by 
the systemic administration of methylprednisolone (17mg/kg/rat intramuscularly) at the 

20 time of wounding. Animals are individually housed and received food and water ad 
libitum. All manipulations are performed using aseptic techniques. This study is 
conducted according to the rules and guidelines of Human Genome Sciences, Inc. 
Institutional Animal Care and Use Committee and the Guidelines for the Care and Use of 
Laboratory Animals. 

25 The wounding protocol is followed according to section A, above. On the day of 

wounding, animals are anesthetized with an intramuscular injection of ketamine (50 
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mg/kg) and xylazine (5 mg/kg). The dorsal region of the animal is shaved and the skin 
washed with 70% ethanol and iodine solutions. The surgical area is dried with sterile 
gauze prior to wounding. An 8 mm full-thickness wound is created using a Keyes tissue 
punch. The wounds are left open for the duration of the experiment. Applications of the 

5 testing materials are given topically once a day for 7 consecutive days commencing on the 
day of wounding and subsequent to methylprednisolone administration. Prior to 
treatment, wounds are gently cleansed with sterile saline and gauze sponges. 

Wounds are visually examined and photographed at a fixed distance at the day of 
wounding and at the end of treatment. Wound closure is determined by daily measurement 

10 on days 1-5 and on day 8. Wounds are measured horizontally and vertically using a 
calibrated Jameson caliper. Wounds are considered healed if granulation tissue is no 
longer visible and the wound is covered by a continuous epithelium. 

The polypeptide of the invention is administered using at a range different doses, 
from 4mg to 500mg per wound per day for 8 days in vehicle. Vehicle control groups 

15 received 50mL of vehicle solution. 

Animals are euthanized on day 8 with an intraperitoneal injection of sodium 
pentobarbital (300mg/kg). The wounds and surrounding skin are then harvested for 
histology. Tissue specimens are placed in 10% neutral buffered formalin in tissue 
cassettes between biopsy sponges for further processing. 

20 Four groups of 10 animals each (5 with methylprednisolone and 5 without 

glucocorticoid) are evaluated: 1) Untreated group 2) Vehicle placebo control 3) treated 
groups. 

Wound closure is analyzed by measuring the area in the vertical and horizontal 
axis and obtaining the total area of the wound. Closure is then estimated by establishing 
25 the differences between the initial wound area (day 0) and that of post treatment (day 8). 



WO 00/61628 PCT/US00/09O7O 

371 

The wound area on day 1 is 64mm 2 , the corresponding size of the dermal punch. 
Calculations are made using the following formula: 

[Open area on day 8] - [Open area on day 1] / [Open area on day I] 

Specimens are fixed in 10% buffered formalin and paraffin embedded blocks are 
sectioned perpendicular to the wound surface (5mm) and cut using an Olympus 
microtome. Routine hematoxylin-eosin (H&E) staining is performed on cross-sections of 
bisected wounds. Histologic examination of the wounds allows assessment of whether the 
healing process and the morphologic appearance of the repaired skin is improved by 
treatment with a polypeptide of the invention. A calibrated lens micrometer is used by a 
blinded observer to determine the distance of the wound gap. 

Experimental data are analyzed using an unpaired t test. A p value of < 0.05 is 
considered significant. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 51; Lvmphadema Animal Mo^| 

The purpose of this experimental approach is to create an appropriate and 
consistent lymphedema model for testing the therapeutic effects of a polypeptide of the 
invention in lymphangiogenesis and re-establishment of the lymphatic circulatory system 
in the rat hind limb. Effectiveness is measured by swelling volume of the affected limb, 
quantification of the amount of lymphatic vasculature, total blood plasma protein, and 
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histopathology. Acute lymphedema is observed for 7-10 days. Perhaps more importantly, 

the chronic progress of the edema is followed for up to 3-4 weeks. 

Prior to beginning surgery, blood sample is drawn for protein concentration 

analysis. Male rats weighing approximately ~350g are dosed with Pentobarbital. 
5 Subsequently, the right legs are shaved from knee to hip. The shaved area is swabbed 

with gauze soaked in 70% EtOH. Blood is drawn for serum total protein testing. 

Circumference and volumetric measurements are made prior to injecting dye into paws 

after marking 2 measurement levels (0.5 cm above heel, at mid-pt of dorsal paw). The 

intradermal dorsum of both right and left paws are injected with 0.05 ml of 1 % Evan's 
10 Blue. Circumference and volumetric measurements are then made following injection of 

dye into paws. 

Using the knee joint as a landmark, a mid-leg inguinal incision is made 
circumferentially allowing the femoral vessels to be located. Forceps and hemostats are 
used to dissect and separate the skin flaps. After locating the femoral vessels, the 

15 lymphatic vessel that runs along side and underneath the vessel(s) is located. The main 
lymphatic vessels in this area are then electrically coagulated suture ligated. 

Using a microscope, muscles in back of the leg (near the semitendinosis and 
adductors) are bluntly dissected. The popliteal lymph node is then located. The 2 
proximal and 2 distal lymphatic vessels and distal blood supply of the popliteal node are 

20 then and ligated by suturing. The popliteal lymph node, and any accompanying adipose 
tissue, is then removed by cutting connective tissues. 

Care is taken to control any mild bleeding resulting from this procedure. After 
lymphatics are occluded, the skin flaps are sealed by using liquid skin (Vetbond) (AJ 
Buck). The separated skin edges are sealed to the underlying muscle tissue while leaving 

25 a gap of ~0.5 cm around the leg. Skin also may be anchored by suturing to underlying 
muscle when necessary. 
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To avoid infection, animals are housed individually with mesh (no bedding). 
Recovering animals are checked daily through the optimal edematous peak, which 
typically occurred by day 5-7. The plateau edematous peak are then observed. To 
evaluate the intensity of the lymphedema, the circumference and volumes of 2 designated 
places on each paw before operation and daily for 7 days are measured. The effect plasma 
proteins on lymphedema is determined and whether protein analysis is a useful testing 
perimeter is also investigated. The weights of both control and edematous limbs are 
evaluated at 2 places. Analysis is performed in a blind manner. 

Circumference Measurements: Under brief gas anesthetic to prevent limb 
movement, a cloth tape is used to measure limb circumference. Measurements are done at 
the ankle bone and dorsal paw by 2 different people then those 2 readings are averaged. 
Readings are taken from both control and edematous limbs. 

Volumetric Measurements: On the day of surgery, animals are anesthetized with 
Pentobarbital and are tested prior to surgery. For daily volumetrics animals are under 
brief halothane anesthetic (rapid immobilization and quick recovery), both legs are shaved 
and equally marked using waterproof marker on legs. Legs are first dipped in water, then 
dipped into instrument to each marked level then measured by Buxco edema 
software(ChenAZictor). Data is recorded by one person, while the other is dipping the 
limb to marked area. 

Blood-plasma protein measurements: Blood is drawn, spun, and serum separated 
prior to surgery and then at conclusion for total protein and Ca2+ comparison. 

Limb Weight Comparison: After drawing blood, the animal is prepared for tissue 
collection. The limbs are amputated using a quillitine, then both experimental and control 
legs are cut at the ligature and weighed. A second weighing is done as the tibio-cacaneal 
joint is disarticulated and the foot is weighed. 
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Histological Preparations: The transverse muscle located behind the knee 
(popliteal) area is dissected and arranged in a metal mold, filled with freezeGel, dipped 
into cold methylbutane, placed into labeled sample bags at - 80EC until sectioning. Upon 
sectioning, the muscle is observed under fluorescent microscopy for lymphatics.. 
5 The studies described in this example tested activity of a polypeptide of the . 

invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

10 Example 52: Suppression of TNF aln ha-induced adhesion molecule expression 
by a Polypeptide of the Invention 

The recruitment of lymphocytes to areas of inflammation and angiogenesis 
involves specific receptor-ligand interactions between cell surface adhesion molecules 
(CAMs) on lymphocytes and the vascular endothelium. The adhesion process, in both 

15 normal and pathological settings, follows a multi-step cascade that involves intercellular 
adhesion molecule-1 (ICAM-1), vascular cell adhesion molecule-1 (VCAM-i), and 
endothelial leukocyte adhesion molecule-1 (E-selectin) expression on endothelial cells 
(EC). The expression of these molecules and others on the vascular endothelium 
determines the efficiency with which leukocytes may adhere to the local vasculature and 

20 extravasate into the local tissue during the development of an inflammatory response. The 
local concentration of cytokines and growth factor participate in the modulation of the 
expression of these CAMs. 

Tumor necrosis factor alpha (TNF-a), a potent proinflammatory cytokine, is a 
stimulator of all three CAMs on endothelial cells and may be involved in a wide variety of 

25 inflammatory responses, often resulting in a pathological outcome. 
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The potential of a polypeptide of the invention to mediate a suppression of TNF-a 
induced CAM expression can be examined. A modified ELISA assay which uses ECs as a 
solid phase absorbent is employed to measure the amount of CAM expression on TNF-a 
TT ..^.i vv-.junjuiaicu wiui a mcniuer 01 me rUh tamiiy ot proteins. 

To perform the experiment, human umbilical vein endothelial cell (HUVEC) 
cultures are obtained from pooled cord harvests and maintained in growth medium (EGM- 
2; Clonetics, San Diego, CA) supplemented with 10% FCS and 1% 
penicillin/streptomycin in a 37 degree C humidified incubator containing 5% C0 2 . 
HUVECs are seeded in 96-well plates at concentrations of 1 x 10 4 cells/well in EGM 
medium at 37 degree C for 18-24 hrs or until confluent. The monolayers are subsequently 
washed 3 times with a serum-free solution of RPMI- 1640 supplemented with 100 U/mi 
penicillin and 100 mg/m! streptomycin, and treated with a given cytokine and/or growth 
factor(s) for 24 h at 37 degree C Following incubation, the cells are then evaluated for 
CAM expression. 

Human Umbilical Vein Endothelial cells (HUVECs) are grown in a standard 96 
well plate to confluence. Growth medium is removed from the cells and replaced with 90 
ul of 199 Medium (10% FBS). Samples for testing and positive or negative controls are 
added to the plate in triplicate (in 10 ul volumes). Plates are incubated at 37 degree C for 
either 5 h (selectin and integrin expression) or 24 h (integrin expression only). Plates are 
aspirated to remove medium and 100 p\ of 0.1% paraformaldehyde-PBS(with Ca++ and 
Mg++) is added to each well. Plates are held at 4°C for 30 min. 

Fixative is then removed from the wells and wells are washed IX with 
PBS(+Ca,Mg)+0.5% BSA and drained. Do not allow the wells to dry. Add 10 //I of 
diluted primary antibody to the test and control wells. Anti-ICAM-l-Biotin, Anti-VCAM- 
1-Biotin and Anti-E-selectin-Biotin are used at a concentration of 10 H gfm\ (1:10 dilution 
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of 0.1 mg/ml stock antibody). Cells are incubated at 37°C for 30 min. in a humidified 
environment. Wells are washed X3 with PBS(+Ca,Mg)-K).5% BSA. 

Then add 20 p\ of diluted ExtrAvidin-Alkaline Phosphotase (1:5,000 dilution) to 
each well and incubated at 37°C for 30 min. Wells are washed X3 with 

5 PBS(+Ca,Mg)40.5% BSA. 1 tablet of p-Nitrophenol Phosphate pNPP is dissolved in 5 ml 
of glycine buffer (pH 10.4). 100 y\ of pNPP substrate in glycine buffer is added to each 
test well. Standard wells in triplicate are prepared from the working dilution of the 
ExtrAvidin-Alkaline Phosphotase in glycine buffer: 1:5,000 (10°) > 10* 5 > 10 l > 10' 13 . 5 
lil of each dilution is added to triplicate wells and the resulting AP content in each well is 

10 5.50 ng, 1 .74 ng, 0.55 ng, 0.18 ng. 100 p\ of pNNP reagent must then be added to each of 
the standard wells. The plate must be incubated at 37°C for 4h. A volume of 50 /d of 3M 
NaOH is added to all wells. The results are quantified on a plate reader at 405 nm. The 
background subtraction option is used on blank wells filled with glycine buffer only. The 
template is set up to indicate the concentration of AP-conjugate in each standard well [ 

15 5.50 ng; 1.74 ng; 0.55 ng; 0. 18 ng]. Results are indicated as amount of bound AP- 
conjugate in each sample. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 

20 invention. 

It will be clear that the invention may be practiced otherwise than as 
particularly described in the foregoing description and examples. Numerous 
modifications and variations of the present invention are possible in light of the above 
teachings and, therefore, are within the scope of the appended claims. 
25 The entire disclosure of each document cited (including patents, patent 

applications, journal articles, abstracts, laboratory manuals, books, or other 
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disclosures) in the Background of the Invention, Detailed Description, and Examples 
is hereby incorporated herein by reference. Further, the hard copy of the sequence 
listing submitted herewith and the corresponding computer readable form are both 
incorporated herein by reference in their entireties. 
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Applicant's or agent's file 
reference number 



PS541PCT 



International application No. 



UNASSIGNED 



INDICATIONS RELATING TO A DEPOSITED MICROORGANISM 
(PCT Rule \3bis) 



A. The indications made below relate to the microorganism referred io in the description 

on page 66 , line . 

B. IDENTIFICATION OFDEPOSIT Further deposits arc identified on an additional sheet | | 
Name of depositary institution American Type Culture Collection 



Address of depositary institution (including postal code and country) 
10801 University Boulevard 
Manassas, Virginia 20 1 1 0-2209 
United States of America 



Date of deposit 



26 April 1999 



Accession Number 



203959 



C ADDITIONAL INDICATIONS (leave blank tf not applicable) This information is continued on an additional sheet Q 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MADE (if the indications are not for all designated States) 

Europe 

In respect to those designations in which a European Patent is sought a sample of the deposited 
microorganism will be made available until the publication of the mention of the grant of the European patent 
or until the date on which application has been refused or withdrawn or is deemed to be withdrawn, only by 
the issue of such a sample to an expert nominated by the person requesting the sample (Rule 28 (4) EPC). 



E. SEPARATE FURNISHING OF INDICATIONS (leaveblankif not applicable) 



The indications listed below will be submitted to the International Bureau later (specify the general nature of the indications eg., "Accession 
Number of Deposit") 



For receiving Office use only 



| | This sheet was received with the international application 



Authorized officer 



For International Bureau use only 



PI This sheet was received by the International Bureau on: 



Authorized officer 



Form PCT/RO/134 (July 1992) 
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ATCC Deposit No. 203959 
CANADA 

The applicant requests that, until either a Canadian patent has been issued on the basis of an 
application or the application has been refused, or is abandoned and no longer subject to 

reinstatement, or is withdrawn, the 

, — — , u.v.,.o uiu; aumuiiics uic iiirnisning 01 

a sample of the deposited biological material referred to in the application to an independent 

expert nominated by the Commissioner, the applicant must, by a written statement inform 

the International Bureau accordingly before completion of technical preparations for 

publication of the international application. 

NORWAY 

The applicant hereby requests that the application has been laid open to public inspection (by 
the Norwegian Patent Office), or has been finally decided upon by the Norwegian Patent 
Office without having been laid open inspection, the furnishing of a sample shall only be 
effected to an expert in the art. The request to this effect shall be filed by the applicant with 
the Norwegian Patent Office not later than at the time when the application is made available 
to the public under Sections 22 and 33(3) of the Norwegian Patents Act. If such a request has 
been filed by the applicant, any request made by a third party for the furnishing of a sample 
shall indicate the expert to be used. That expert may be any person entered on the list of 
recognized experts drawn up by the Norwegian Patent Office or any person approved by the 
applicant in the individual case. 

AUSTRALIA 

The applicant hereby gives notice that the furnishing of a sample of a microorganism shall 
only be effected prior to the grant of a patent, or prior to the lapsing, refusal or withdrawal of 
the application, to a person who is a skilled addressee without an interest in the invention 
(Regulation 3.25(3) of the Australian Patents Regulations). 

FINLAND 

The applicant hereby requests that, until the application has been laid open to public 
inspection (by the National Board of Patents and Regulations), or has been finally decided 
upon by the National Board of Patents and Registration without having been laid open to 
public inspection, the furnishing of a sample shall only be effected to an expert in the art. 

UNITED KINGDOM 

The applicant hereby requests that the furnishing of a sample of a microorganism shall only 
be made available to an expert. The request to this effect must be filed by the applicant with 
the International Bureau before the completion of the technical preparations for the 
international publication of the application. 
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ATCC Deposit N .: 203959 



DENMARK 

The applicant hereby requests that, until the application has been laid open to public 
inspection (by the Danish Patent Office), or has been finally decided upon by the Danish 
Patent office without having been laid open to public inspection, the furnishing of a sample 
shall only be effected to an expert in the art. The request to this effect shall be filed by the 
applicant with the Danish Patent Office not later that at the time when the application is made 
available to the public under Sections 22 and 33(3) of the Danish Patents Act. If such a 
request has been filed by the applicant, any request made by a third party for the furnishing of 
a sample shall indicate the expert to be used. That expert may be any person entered on a list 
of recognized experts drawn up by the Danish Patent Office or any person by the applicant in 
the individual case. 

SWEDEN 

The applicant hereby requests that, until the application has been laid open to public 
inspection (by the Swedish Patent Office), or has been finally decided upon by the Swedish 
Patent Office without having been laid open to public inspection, the furnishing of a sample 
shall only be effected to an expert in the art. The request to this effect shall be filed by the 
applicant with the International Bureau before the expiration of 16 months from the priority 
date (preferably on the Form PCT/RO/134 reproduced in annex Z of Volume I of the PCT 
Applicant's Guide). If such a request has been filed by the applicant any request made by a 
third party for the furnishing of a sample shall indicate the expert to be used. That expert may 
be any person entered on a list of recognized experts drawn up by the Swedish Patent Office 
or any person approved by a applicant in the individual case. 

NETHERLANDS 

The applicant hereby requests that until the date of a grant of a Netherlands patent or until the 
date on which the application is refused or withdrawn or lapsed, the microorganism shall be 
made available as provided in the 3 1F(1) of the Patent Rules only by the issue of a sample to 
an expert. The request to this effect must be furnished by the applicant with the Netherlands 
Industrial Property Office before the date on which the application is made available to the 
public under Section 22C or Section 25 of the Patents Act of the Kingdom of the 
Netherlands, whichever of the two dates occurs earlier. 
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What Is Claimed Is: 

1. An isolated nucleic acid molecule comprising a polynucleotide having 
a nucleotide sequence at least 95% identical to a sequence selected from the group 
5 consisting of: 

(a) a polynucleotide fragment of SEQ ID NO:X or a polynucleotide fragment 
of the cDNA sequence included in ATCC Deposit No:Z, which is hybridizable to 
SEQIDNO:X; 

(b) a polynucleotide encoding a polypeptide fragment of SEQ ID NO:Y or a 
10 polypeptide fragment encoded by the cDNA sequence included in ATCC Deposit 

No:Z, which is hybridizable to SEQ ID NO:X; 

(c) a polynucleotide encoding a polypeptide domain of SEQ ID NO:Y or a 
polypeptide domain encoded by the cDNA sequence included in ATCC Deposit 
No:Z, which is hybridizable to SEQ ID NO:X; 

15 (d) a polynucleotide encoding a polypeptide epitope of SEQ ID NO:Y or a 

polypeptide epitope encoded by the cDNA sequence included in ATCC Deposit 
No:Z, which is hybridizable to SEQ ID NO:X; 

(e) a polynucleotide encoding a polypeptide of SEQ ID NO:Y or the cDNA 
sequence included in ATCC Deposit No:Z, which is hybridizable to SEQ ID NO:X T 

20 having biological activity; 

(f) a polynucleotide which is a variant of SEQ ID NO:X; 

(g) a polynucleotide which is an allelic variant of SEQ ID NO:X; 

(h) a polynucleotide which encodes a species homoiogue of the SEQ ID 

NO:Y; 
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(i) a polynucleotide capable of hybridizing under stringent conditions to any 
one of the polynucleotides specified in (a)-(h), wherein said polynucleotide does not 
hybridize under stringent conditions to a nucleic acid molecule having a nucleotide 
sequence of oniy A residues or of only T residues. 

2. The isolated nucleic acid molecule of claim 1, wherein the 
polynucleotide fragment comprises a nucleotide sequence encoding a secreted 
protein. 

3. The isolated nucleic acid molecule of claim 1, wherein the 
polynucleotide fragment comprises a nucleotide sequence encoding the sequence 
identified as SEQ ID NO:Y or the polypeptide encoded by the cDNA sequence 
included in ATCC Deposit No:Z, which is hybridizable to SEQ ID NO:X. 

4. The isolated nucleic acid molecule of claim 1, wherein the 
polynucleotide fragment comprises the entire nucleotide sequence of SEQ ID NO:X 
or the cDNA sequence included in ATCC Deposit No:Z, which is hybridizable to 
SEQ ID NO:X. 

5. The isolated nucleic acid molecule of claim 2, wherein the nucleotide 
sequence comprises sequential nucleotide deletions from either the C-terminus or the 
N-terminus. 

6. The isolated nucleic acid molecule of claim 3, wherein the nucleotide 
sequence comprises sequential nucleotide deletions from either the C-terminus or the 
N-terminus. 
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7. A recombinant vector comprising the isolated nucleic acid molecule of 
claim 1, 

5 8. A method of making a recombinant host cell comprising the isolated 

nucleic acid molecule of claim 1. 

9. A recombinant host cell produced by the method of claim 8. 

10 10. The recombinant host cell of claim 9 comprising vector sequences. 

II. An isolated polypeptide comprising an amino acid sequence at least 
95% identical to a sequence selected from the group consisting of: 

(a) a polypeptide fragment of SEQ ID NO:Y or the encoded sequence 
15 included in ATCC Deposit No:Z; 

(b) a polypeptide fragment of SEQ ID NO:Y or the encoded sequence 
included in ATCC Deposit No:Z, having biological activity; 

(c) a polypeptide domain of SEQ ID NO:Y or the encoded sequence included 
in ATCC Deposit No:Z; 

20 (d) a polypeptide epitope of SEQ ID NO:Y or the encoded sequence included 

in ATCC Deposit No:Z; 

(e) a secreted form of SEQ ID NO:Y or the encoded sequence included in 
ATCC Deposit No:Z; 

(f) a full length protein of SEQ ID NO:Y or the encoded sequence included in 
25 ATCC Deposit No:Z; 

(g) a variant of SEQ ID NO: Y; 
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(h) an allelic variant of SEQ ID NO:Y; or 

(i) a species homologue of the SEQ ID NO:Y. 

12. The isolated polypeptide of claim 11, wherein the secreted form or the 
full length protein comprises sequential amine acid deletions from either the C- 

5 terminus or the N-terminus. 

13. An isolated antibody that binds specifically to the isolated polypeptide 
of claim 1 1. 

10 14. A recombinant host cell that expresses the isolated polypeptide of 

claim 1 1 . 

15. A method of making an isolated polypeptide comprising: 

(a) culturing the recombinant host cell of claim 14 under conditions such that 
15 said polypeptide is expressed; and 

(b) recovering said polypeptide. 

16. The polypeptide produced by claim 15. 

20 17. A method for preventing, treating, or ameliorating a medical condition, 

comprising administering to a mammalian subject a therapeutically effective amount 
of the polypeptide of claim 1 1 or the polynucleotide of claim 1. 



25 



18. A method of diagnosing a pathological condition or a susceptibility to 
a pathological condition in a subject comprising: 
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(a) determining the presence or absence of a mutation in the polynucleotide of 
claim 1; and 

(b) diagnosing a pathological condition or a susceptibility to a pathological 
condition based on the presence or absence of said mutation. 

19. A method of diagnosing a pathological condition or a susceptibility to 
a pathological condition in a subject comprising: 

(a) determining the presence or amount of expression of the polypeptide of 
claim 1 1 in a biological sample; and 

(b) diagnosing a pathological condition or a susceptibility to a pathological 
condition based on the presence or amount of expression of the polypeptide. 

20. A method for identifying a binding partner to the polypeptide of claim 
11 comprising: 

(a) contacting the polypeptide of claim 1 1 with a binding partner; and 

(b) determining whether the binding partner effects an activity of the 
polypeptide. 



21. The gene corresponding to the cDNA sequence of SEQ ID NO:Y, 

22. A method of identifying an activity in a biological assay, wherein the 
method comprises: 

(a) expressing SEQ ID NO:X in a cell; 

(b) isolating the supernatant; 

(c) detecting an activity in a biological assay; and 

(d) identifying the protein in the supernatant having the activity. 
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23. The product produced by the method of claim 20. 
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< 110> Human Genome Sciences, Inc. 

<120> 49 Human Secreted Proteins 

<130> PS541PCT 

<140> Unassigned 
<141> 2000-04-06 

<150> 60/128,695 
<151> 1999-04-09 

<150> 60/176,052 
<151> 2000-01-14 

<160> 134 

<170> Patentln Ver. 2.0 



<210> 1 
<211> 733 
<212> DNA 

<213> Homo sapiens 



<400> 1 



gggatccgga gcccaaatct tctgacaaaa ctcacacatg cccaccgtgc ccagcacctg 60 

aattcgaggg tgcaccgtca gtcttcctct tccccccaaa acccaaggac accctcatga 120 

tctcccggac tcctgaggtc acatgcgtgg tggtggacgt aagccacgaa gaccctgagg 180 

tcaagttcaa ctggtacgtg gacggcgtgg aggtgcataa tgccaagaca aagccgcggg 240 

aggagcagta caacagcacg taccgtgtgg tcagcgtcct caccgtcctg caccaggact 300 

ggctgaatgg caaggagtac aagtgcaagg tctccaacaa agccctccca acccccatcg 360 

agaaaaccat ctccaaagcc aaagggcagc cccgagaacc acaggtgtac accctgcccc 420 

catcccggga tgagctgacc aagaaccagg tcagcctgac ctgcctggtc aaaggcttct 480 



atccaagcga catcgccgtg gagtgggaga gcaatgggca gccggagaac aactacaaga 540 
ccacgcctcc cgtgctggac tccgacggct ccttcttcct ctacagcaag ctcaccgtgg 
acaagagcag gtggcagcag gggaacgtct tctcatgctc cgtgatgcat gaggctctqc 



600 

^ ^ , 660 

acaaccacta cacgcagaag agcctctccc tgtctccggg taaatgagtg cgacggccqc 720 
gactctagag gat 



733 



<210> 2 
<211> 5 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> Site 
<222> (3) 

<223> Xaa equals any of the twenty naturally ocurring L-amino acids 



<400> 2 

Trp Ser Xaa Trp Ser 
1 5 
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<210> 3 

<211> 86 

<212> DNA 

<213> Homo sapiens 

<400> 3 

gcgcctcgag atttccccqa aatctagatt tccccgaaat gatttccccg aaatgatttc 60 
cccgaaatat ctgccatctc aattag 85 

<210> 4 

<211> 27 

<212> DNA 

<213> Homo sapiens 



<210> 5 

<211> 271 

<212> DNA 

<213> Homo sapiens 

<400> 5 

ctcgagattt ccccgaaatc tagatttccc cgaaatgatt tccccgaaat gatttccccg 60 

aaatatctgc catctcaatt agtcagcaac catagtcccg cccctaactc cgcccatccc 120 

gcccctaact ccgcccagtt ccgcccattc tccgccccat ggctgactaa ttttttttat 180 

ttatgcagag gccgaggccg cctcggcctc tgagctattc cagaagtagt gaggaggctt 240 

ttttggaggc ctaggctttt gcaaaaagct t 271 



<210> 6 

<211> 32 

<212> DNA 

<213> Homo sapiens 



<210> 7 

<211> 31 

<212> DNA 

<213> Homo sapiens 

<400> 7 

gcgaagcttc gcgactcccc ggatccgcct c 31 

<210> 8 

<2U> 12 

<212> DNA 

<213> Homo sapiens 



<400> 4 

gcggcaagct ttttgcaaag cctaggc 



27 



<400> 6 

gcgctcgagg gatgacagcg atagaacccc gg 



32 
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<400> 8 

ggggactttc cc 12 

<210> 9 
<211> 73 
<212> DNA 



<400> 9 

gcggcctcga ggggactttc ccggggactt tccggggact ttccgggact ttccatcctg 60 
ccatctcaat tag 73 

<210> 10 

<211> 256 

<212> DNA 

<213> Homo sapiens 

<400> 10 

ctcgagggga ctttcccggg gactttccgg ggactttccg ggactttcca tctgccatct 60 

caattagtca gcaaccatag tcccgcccct aactccgccc atcccgcccc taactccgcc 120 

cagttccgcc cattctccgc cccatggctg actaattttt tttatttatg cagaggccga 180 

ggccgcctcg gcctctgagc tattccagaa gtagtgagga ggcttttttg gaggcctagg 240 
cttttgcaaa aagctt 



256 



60 
120 
180 



<210> 11 
<211> 1117 
<212> DNA 

<213> Homo sapiens 
<400> 11 

ggcacgagaa ttaatctagg ctcttaacct ttaaaaaatg tatataatgt ttacatatgt 
ttataatgtc acgccattta tttcatttaa aattttaaat gattttatct ttggtcctct 
cttacaactt attcttggta caacttattc tttgtactat aacagcagag atgagtaatt 

gggacagact agcctccaaa gcataaactt atttatgatt tggcccttta cagtaaaagt 24 0 

ctgctcatcc caggttttgc ttgtcaattt atatactggc gtttgttcct gatcctattt 300 

atttatttct ggcatccaac tctggtagtt ctttctgaat cagtttaatg aagtttgtaa 360 

atgatgtaat taaacgttat ttattacttt tatttttttc tagagatagg gtcttgctgt 4 20 

gttgcccagg ctggtcttga actcctggcc tcaagtgatt ctcctgcttt ggcctcccag 480 

agttttggga ttacacgtct gaggcattgc actcagacac ttttatctaa agtttatata 540 

ctgttaaact aaagaaacca tatacaaatt tcaagtcagg tgcttttact cattttatac 600 

cttgattctt gaatggccag attttctgaa aatacccagt taatgattag attatgctac 660 

ttcagtcacc acgtgtttga aggctgatca cagaaaacta gaagcaatgt aactagtttc 720 

aaaatataat taaatggagg aggaagtgtt tggctttttt ccctccagac cacaaattgg 7 80 

taggtaaagt aaaagttaga tttgaaaatt gggcctgggt gtggtggctt acacctctca 84 0 

gcacgttggg agtccaaggt gagtggatct gttgagtccc agagtttaag accagcctgg 9 00 

gcaacatggc aaaatgccat ttttactaaa aatacaaaaa tgtagctgaa tgtggtggcg 960 

catgcctgta gtcctggcta cccaggaggc tgaggtggga ggatcatcta ggcccaggaa 1020 

gttgaggctg cagtgagcca tgataatgcc actgtatgcc atcctgggca atggaaatga 1080 

gagacccccg tctcaaaaaa aaaaaaaaaa aaaaaaa IX 17 



<210> 12 
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<211> 1435 

<212> DNA 

<213> Homo sapiens 

<400> 12 

aattcggcac gaggttggcc aggctggtct tgaactactg acctcaggtg atccacccgc 60 

ctcagtctcc caaagtgctg ggattacagg cgtgagccaa cacgcctggc tggctgaata 120 

ttattttatt gtgtagagta atgtattcat tcgttggttg ataaggeatt tgggttattt 180 

tcaccttttg gctgttgttc cagataatgc tgctatgagc atatttgtac aggtttttgt 240 

gtggaaatat gtttttgttt ctcttcggta tataggaaaa gaattacaga atcaactctg • 300 

tgcttaacca tttgaagaac tggttttctt ttccaaaatg gctgcaccat ttacagccct 360 

gccagcaggt tataaaagtt ccagcttctc tgcatccttg gcaacatttg ttattatttt 420 

tttattatag ccactcaggt gggtctgaag tattttgtcg tgttttttat ttgtgtttcc 480 

ttgttactga tatcgttcag catatttcca tgtgcttatt gctcatatgc atatgttctt 540 

tggagaactg tctgagattc tttgctcatt tttaactggg ttatttctct ttttattgtt 600 

gaatttcaat ggttctttat atattccaga tacaagtcct tatcagttac atgatttaca 660 

aaaattttct accattcccc attccttgag ttgtcttttc actttcttga tggtgccctt 720 

tgaagcacaa catttgtgtg tgtgtgtgtg tatttttagt agagatgggg ttttgccatg 780 

ttggtcgggc gggtcttaaa ctcctgatct caggtgatcc acccaccttg ccggtgaacc 840 

accacagcac ccggcccgtt tttggttttt ttgtttgttt gttttttgag ccagagtatt 900 

gctctgttgc cctggctggg gtgccgtagt gccatcttgg ttcacggcaa catctggctc 960 

ccgggttcaa gtgattcttc tgcctcagcc tcccgagtag ctgggattac aggtacacac 1020 

caccacaccc tgctaatttt tatatttttg gtagagacag agttttgcca tgttcctcag 1080 

gctggtctca aactcctgaa ttcaagtgat ccacccgcct cagcctccca aagtgctggg 1140 

attacaggcg tgagccacca ctcccggcca gaagcacaat ttttaatttt tatgatgttc 1200 

agtttatatt tgtttttccc tttgttgctt gtatttttgt gtgtcttaat atgtcttcta 1260 

agtctgtttt aatggatgga ttctcccctt cctgcctctc atttatctgt tgaagaattt 1320 

tgcctatttg acctgtagag tttcctatgg tctggatttt tctaattatg gttcccatgg 1380 

tacagttcaa gcttctctct gtctctgtat ttcctgcaaa aaaaaaaaaa aaaaa 1435 



<210> 13 

<211> 1514 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (453) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (1107) 

<223> n equals a,t,g, or c 
<400> 13 

ggaactgatg cctggctgtg gattgaaatg gcttcctggc caactcctct tggctgttta 60 
aaatgtttgt gaccccacct agacttacct tcaatttatt tacactacgc tcctggttct 120 
acgtttgtga ctgtttattg tctttactcc tttcaccttc tggaaggtaa atgatagcta 180 
ttattaatat attaaagagg actagatcca aaagtttgta gtatatgtgt ggtggggggg 240 
gctttccctc atagggaaga aaaagtatta gctttttccc acctgtcact aggttcgtgg 300 
ctragtcacc tttaacagac tacagattaa gaagagaaaa tamcmcaawt ttatttaata 360 
aaagtttcac atgmcatgaa gttttcagaa atgaagaccc aaagatmcag ggaamcctgt 420 
gtatttcagt gcttggattt gatgaagaat agncagtggt ggggaaatgt gattggtcaa 480 
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agcaggtagg atctaatggt aataaactgg aggggagctt amcaaggcct gtttgtgcag 540 

attcttaatg ttcctgtgtt ttcagagata asgacatttc ctttcctcag ggaatagcga 600 

gggcacctct ggaatgaggg tcttatgact tactttaggg gaaggtcaga aaattgtttt 660 

atggcctgtt tcaggggaga agggtgggag gaggtcagaa accttcctgc ttctgctact 7 20 

ttctcaaata ccaaggtacc atattttggg gtagcattta ctgaacccta tcaccctcaa 780 

tgttttcttc ctttcactct tcactagcaa cactcaagca tttttcccaa ctcatcatta 840 

tgtctgaggc aggactttct cctcagaaag tggttcctga tgacctggtt gataatccat 900 

gctttacata ctcatcttca gcagtcatcc actctgacat tatctcccgt cactcactct 960 

ggataggatt tccaggtgtc cattattttt atagactttt agcccttggc ttccattttc 1020 

agtcacctgt ggaactcttc ctcgtggatg tttagtaagt acttctaatt aa*atatgtct 1080 

aaaatggaac tcatccagtt ttccctncat cctcccacca ataagaaagc ctgttgctat 1140 

tctgatgcac cgcctccccc ggccccccac tcctccccac agacacacac ttaaattttt 1200 

aatccttggc caggcacagt ggctcacacc tgtaatccca gcactttggg aggccgaggt 126 0 

gggcggatcg cctgaggtcg ggagttcggg accagcttgg ccaacatggt gaagacccgt 1320 

ctttactaaa aatacagaat tagctggggg tggtggcaca tgcctgtagt cccagctgct 1380 

cgggatgctg aggcgggaga atcacttgag cctgggaggc ggagtttgcg gtgagccgag 144 0 

atcgcaccac tgtactccag cctgggtgac aagcgaaact ccatctcaaa aaaaaaaaaa 1500 

aaaaaaaact cgag 1514 



<210> 14 

<211> 862 

<212> DNA 

<2 13> Homo sapiens 

<220> 

<221> SITE 
<222> (862) 

<223> n equals a,t,g, or c 



<400> 14 

attttaggag tgattttgtg aaatttattt ttaatacagt cctagaattg aattgaaata 60 

tggtttggaa gtttgagggt tttttactgt gtctatcctt gtgtgtctgt ttcctttaaa 120 

gattcatgat acaatcactg tgtacaatgt gtcctttaat attggttcct gtaataatgt 180 

gccttcaaat tatttcttga gttttgtgac ttaaatatgc agttcactga ctcacgccaa 240 

tgttgtttgc tttttacctt aattcttttt actgtgctct ctcagtttta ttttttggaa 300 

gaatggtact cagtgctttg atttgattag taagattttt gaaacacatg taatttattt 360 

cagaaatgtg attgttttaa ctctgacttt tttagtgcag tcattggaga aatcgatgaa 420 

gaaacagatt ctgcgcttga tttggggaat attcgagcag aacctttaaa ttctgtagca 480 

cactgaggaa aaactacata cttggacatc tgtaaatctt tgtacagaaa ctgattattc 54 0 

tgaggatgat atatggagtt tttatgaatg tgtcactgga ttttgactcc ttattgattc 600 

attgtaatat gtaaattaaa atatttctac attttattga aaaaaaaacc tttttttttg 660 

cctaaatata agtttggtag cttggtttct tttttttatt aaatagtgtg aaaatataat 7 20 

gggcattttg aaaactttta gaaaaaagta gtactttttg atactttagt atttatggaa 7 80 

actagtggga aagagraatt agtgtgctat ataaatccgg gcmttccarg taacmgtaat 840 

accggggtat atgkgtttcc tn 862 



<210> 15 

<211> 695 

<212> DNA 

<213> Homo sapiens 

<400> 15 

ggcacgaggt caggggtctg ggctaaaatg cccgatgttt cagaggtcgc tctgaaggtg 60 
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acccaggtgg gtggctcttc accctattct tgtaccccgt ttgacgatca cctaatcatc 120 

ccgttgaccc aaatcgatgc cagtattttc tgcagttttg tctttggtga gtgtgatcca 180 

tgtcactgtg tggtgaggtt tattcacagt cagtctggtc tgtaaaatag aacctgcaga 240 

cagtgaacct gaaaagcata ctaggatcat ccaggcctcc ctccccagcc ttggagctgg 300 

gaccctcaaa gcagggacat agaaggactt ggagtgagcc acccaccaac tccagggtga 360 

aggagagtgt gagttcagaa aagccccctt ttggctggtt gtggtggctc atgcctggaa 420 

acccagcact ttgggaagcc aaggcaagca gatcacttga ggtcaggact tcgagaccag 480 

cctggccaac atggtgaagc cctgtctcta ctaaaaatac aaaactiiagc tgggcatggt 540 

ggcacatgcc tgtggtccca gttactcggg aggctgaggt gggagaatct tttggacccc 600 
ggaggcggag attgcagtga gccgagatcg tgccactgta ctctagcctg ggcgacagag . 660 

caagactcca tctcaaaaaa aaaaaaaaaa aaaaa 695 



<210> 16 

<211> 721 

<212> DNA 

<213> Homo sapiens 



<400> 16 

ggcacgagca gcgtgggcgt tatggccatc atgaaaatgt cacagtgcta cagagatttt 60 

gtttatggcc agttttgggg ccagtttatg gccagatttt ggggggcctg ttcccaacac 120 

caggagatgt gttgatttgc tccagcaatg aaaccacatc tggtacggca gctgcaattg 180 

gagtcactac ttagttaagc tcatcataat ccactgtcat cctccaagat ccatctgtct 240 

tctgcacagg ccaaatggga gagttgaaca gggagatggt gggaatcacc acccctgtgt 300 

ccttcaagtc cttgatagta gcactaatct ccatgttccc tccagggatt caatattgtt 360 

tttgatttac tacttttcta ggtacagcca gctctaatgg cttccatttg gcgtttccaa 420 

ccataatagc ctttaccagt caaggagcca atgtgggggt tctgccagct gctaagtatg 480 

tctatgccaa ttatgcatcc tggcacttgg aaaatgacca caggatgagt ctggggaccc 540 

actggacccg ctgtaagttg gacctgagct aaaactccat taattacctg acctcaggtg 600 

atccacccac cttggcctac ctgtagggac cagccccaca gggtcggtgg gtttttctcc 660 

ccgtgtgcgg agatgagaga gcatagaaat aaagacacaa gacaaaaaaa aaaaaaaaaa 720 

a 721 



<210> 17 

<211> 2006 

<212> DNA 

<213> Homo sapiens 



<400> 17 

ggcacgagct ttgttcatac ctctacagaa aacctgctaa cagttgaatt gtttgtacct 60 

cttcccactg ccccacctcc agctttcccc agactgaatg tacttacgta tcaaatacgt 120 

ttctaagttg cctggattac ttctgtawtt cttttttgtt ctcttcctgc gattgtggta 180 

ttcatgggaa atgcaaatag gttgatttgt tttgttttag cagtttttct cctttcccat 240 

tctcactgat gtttaatttt attctttgaa tatgtagaat attatgtatt ttgtatagta 300 

aaaactatta aaaaggctat atactcggag tctctctctt tctcccatcc cttctgctcc 360 

attctccaca ctcctccctt gtaggtgatg aacctcattg ttctctggtt tatcgttgct 420 

ataaagagaa acacatacgt gcttgttttc ctgttttctt tcctacacga aacgtagcat 480 

gtatattact ctttttcact ttgacctttt gactttagga tatacagatt gctccatatc 540 

aattcagaag cgctcctcgt cctttttcag tactcccpttg tgtatatgct ccagtttatt 600 

taaccagtct tctgtgcttg gagatttatg taggtttcca gattttgcag ttacaattaa 660 

tgctataatg agtcactctg tgcatgtatg ttttttatat tgttggaggt gtatcttcat 720 

tataaattcc taaagtagga cttctgggta aatgcatatg tagttttgat agatattggc 780 

aaattcccct taaaaggggc tgtgccagtt tgcattccca gcagtgtatg agagtgcctg 840 

tttcctccac agccttatca acagtgtatt gtcaagcttt gaacatttgc taatatgaca 900 
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ggttgccttc ttcctcatct ctgcagtaac tgtcttcatg gtttcatagc cttctccctg 960 

atacccctcc ccagtgtcac atttgaagac gagcactgag gatgaggaac caactgaaga 1020 

atatgaaaat gttggaaatg cagcatctaa gtggccaaaa gtggaggatc ctatccctga 1080 

atctaaggtt ggtgacacat gtgtttggga tagcaaggta gagaatcaac agaaaaagcc 1140 

tgtggaaaac aggatgaagg aggacaaaag cagcatcagg gaagcaatca gcaaagccaa 1200 

gagtacagca aatataaaga cagaacagga aggtgaggca tctgagaaga gcttgcatct 1260 

gagcccacag catatcacac accagactat gcctatagga cagagaggca gtgagcaagg 1320 

j ~ -> J - j — — ~„^.j««t-.w ^ v-Luv,v,v,LdyL ^tauayCeiycl dddCCdatgC 1380 

tgttaagaaa ttacataaat gtgatgaatg tgggaaatcc ttcaaatata attcccgcct 1440 

tgttcaacat aaaattatgc acactgggga aaagcgctat gaatgtgatg actgtggagg .1500 

gactttccgg agcagctcga gccttcgggt ccacaaacgg atccacactg gggagaagcc 1560 

gtacaagtgt gaggaatgtg ggaaagccta catgtcctac tccagcctta taaaccacaa 1620 

aagcacccat tctggggaga agaactgtaa atgtgatgaa tgtggaaaat ccttcaatta 1680 

tagctctgtt ctggaccagc ataaaaggat ccacactggg gagaagccct atgaatgtgg 1740 

tgagtgtggg aaggccttca ggaacagctc tgggctcaga gtccacaaar ggatccacac 1800 

gggggagaag ccctatgaat gcgacatctg tgggaaaacc ttcagtaaca gctctggcct 1860 

tagggtccat aaaaggatcc acacaggtga gaaaccttac gaatgtgatg agtgtgggaa 1920 

ggccttcatt acttgtagaa cacttctcaa ccataaaagc atccactttg gagataaacc 1980 

ctaaaaaaaa aaaaaaaaaa ctcgag 2006 



<210> 18 

<211> 778 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (445) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (655) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (690) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (699) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (733) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (746) 

<223> n equals a,t,g, or c 
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<220> 

<22l> SITE 
<222> (771) 

<223> n equals a,t,g, or c 



<400> 18 

gaattcggca cgagtcttta tgcactttcc tgtttcgttc tcaccacagt gatgatctcg 60 

gtcgtccacg aacgagtacc tcctaaggag gtgcagcctc cactaccgga cacatttttt 120 
gaccatttta accgggtgca gtgggccttt tctatttgtg aaattaatgg catgatcctt • 180 

gtaggactct ggttaattca gtggctgctc ttaaaataca agtaagtcaa gtaaaaaaaa 240 

aaaaaaaaaa ctcgaggggg ggcccggtac ccawttcgcc ctatagtgag tcgtattaca 300 

attcactggc cgtcgtttta caacgtcgtg actgggaaaa ccctggcgtt acccaactta 360 

atcgccttgc agcacatccc cctttcgcca gctggcgtaa tagcgaagag gcccgcaccg 420 

atcgcccttc ccaacagttg cgcanctgaa tggcgaatgg caaattgtaa gcgttaatat 480 

tttgttaaaa ttcgcgttaa atttttgtta aatcagctca ttttttaacc aataggccga 540 

aatcggcaaa atcccttata aatcaaaaga atagaccgag atagggttga gtgttgttcc 600 

agtttggaac aagagtccac tattaaagaa cgtggactcc aacgtcaaag ggcgnaaaac 660 

cgtctatcag ggcgatggcc cactacgtgn aaccatcanc ctaatcaagt tttttggggg 720 

tcgaggtgcc ggnaagccct aaatcnggaa cctaaagggg agccccccga ntttagag 778 



<210> 19 

<211> 646 

<212> DNA 

<213> Homo sapiens 

<400> 19 

ggcacgagct tactgaatgt agtgaccctg ctgtggtaat gaacacttct agtgccttct 60 

aggcttaaaa taccagacaa ccccaaataa caaatgctct tttgtgtttt gataggttgg 120 

atttctgttt gcttaatatt gggaatactg ggggaaaaaa agatggtgtt ttcattctaa 180 

ggattgtcct aaagaaagtg ctactttatt tttaagaaag taaggccact tgttatataa 240 

gaaataacaa gttcccattg ggtcccattt tgcaaaaggg gataaagaat tagactgata 300 

gcattcttat ttgattaatt ttttgttcca ctggctttga aagacaaacg attgttaaag 360 

ataaaattgt ttttgttctt tttcttatag gtccttcagt cttggagact ataagggagc 420 

ctctgcaccc agggaaaatg ttacccttta caggggggaa gggtaaacca gtagggaata 480 

cagtacaatc ccaaccctac tgggaggggc gggagggagg tgttgccgtc actgtattaa 540 

gtcgatgttg ggaaacgttt taacatctgg agcctttgtg ggtggaaata tgtctccagt 600 

tacaactccg cagtggatgt gaagaagcaa aaaaaaaaaa aaaaaa 646 



<210> 20 

<211> 91 

<212> DNA 

<213> Homo sapiens 

<400> 20 

aatttatatt tttaagagct tatgaatcaa gattcggata ttttcagatt tatgttttct 60 
catgatgtcc atgtaatcag gtagataaac c 91 



<210> 21 

<211> 721 

<212> DNA 

<213> Homo sapiens 
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<220> 

<221> SITE 
<222> (673) 

<223> n equals a,t,g, or c 



<400> 21 

gtcctcaccc agtatactcc tctttttact cagcttgata ggaatctttc cagtcctctc 60 

tgcatttata tgtatacatc attcgtattc gtgaccctaa taatgatacc cagtcagctc 120 
acaccagcaa gaaaaagtat ttttcaagcc ctctggaagc attggaagct ccaagtgagc . 180 

ataagtgaaa ataccctaag agatacttcc aggttctaga tccaggtgtt tcattttccc 240 

cttgttttcc cactacattg tcatctctcc aaccttatct ttagttttgt ttttttcatg 300 

gaagaccaga aagccccttt ccccaaagtg ttaaaatctg gggtgaaggc aactgacctc 360 

attgcatact ttggcaattc aaagttataa aatgttagcc gggcacggtg gttcacgcct 420 

gtaatcccaa cactttggga ggccaaggcg ggcggatcac ttgaggtcag gagtccgaca 480 

ccagccggrc caacatggtg aaaccccatc tctactaaaa atacgraaat taatcaggkg 540 

agatggcgca cacctataat cccagctamt tgggaggctg aggcatgaga atcgcttgaa 600 

cccaggaggc agaggttgca gtgagtgagc agagatcgtg ccactgccct ccagcctggg 660 

tgacagagca agnctgtctc aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaactcga 7 20 

g 721 



<210> 22 
<211> 529 
<212> DNA 

<213> Homo sapiens 



<400> 22 

tcatttagca tattgctgaa agtgggttaa agaggcccaa ttagtgagat cccagctggg 60 

acttttagat gggaaatatg caggattgcc agatgagatc atgggcctra tctagtgttt 120 

atctgttaaa tctgtttata actgcttaac tcttgacttg cagactttta aggcagccat 180 

ttgacgtcac agggttggga acgaggcttg tgccagtata aagccgctgt gatgtggggc 240 

cattgggccc ttctgttttt ctcaactatg tgcatgcact ttggagcttg acaaacagcc 300 

gtgtccagtg aactcccccc aaagaaaatt gaagttgact caccgtgaaa ggcataccac 360 

caaaagtgac tcctaaccca tgtacaattc agaaagaaag cactagttaa caagtgccca 420 

gtgtgtgatt awttagttct agatctgtcc agattttctt tgttctggct ctgttctctt 480 

catggtggcc ctgcagtttt tagatgttat aaaacctccc tacgattat 529 



<210> 23 
<211> 1145 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (1109) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (1127) 

<223> n equals a,t,g, or c 



<220> 
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<221> SITE 
<222> (1131) 

<223> n equals a,t,g, or c 



<400> 23 

ctgcaggaat tcggcacgag attctactca gtgctctggg ctatctcctt ctcggagcag 60 

ccaccaatgt gtttctgttt gtcctggcta gagtcccggc aggtattttt aaacacactc 120 

tctccatctc aagggctcta ctttctgatg tggttccaga gaaggaacgg ccgcttgtaa 180 

tcggacactt caacacagcc tccggtgtgg gcttcatctt gggccccgtg gtcggtggct 240 

atctcactga attagaggat gggttttatc tcacagcctt catctgcttt ttggtcttca . 300 

ttctcaatgc tggtctcgtt tggttctttc catggaggga agcaaaaccg ggcagtacag 360 

agaagggcct gccattgcga aagacccatg tgctgttggg aaggagccat gacacagtgc 420 

aggaggcagc caccagccgc agagccaggg ccagcaagaa gactgcccag ccctgggtcg 480 

aagtagtgtt ggccttgcgg aacatgaaga acctgctgtt ttccgaaatg tgggacatat 540 

ttctggtgcg cttgctgatg gccatggcag tcatgctgta ctacagtaac tttgtcctgg 600 

ccctggagga gcgctttggg gtgcggccca aggtgacagg ctacctcatc agttacagca 660 

gcatgctggg ggccgtggcc ggccttgccc tggggccaat cctacggctg tacaagcaca 720 

actcgcaggc actgctgctg cattccagca tactcacctg cacactgctg ctgctctact 780 

ccttggcccc caccatgggt gcagttgtcc tctcctccac tctcctgtcc ttctccactg 84 0 

ccattggcag gacgtgcatc acggacctyc agctgactgt gggcgggccc argccagcgg 900 

cacccttatt gcgtggggca rtctgtgact gcagtgggcc gatatcgccc tctctctygg 960 

gggttgccar gaggcagcct tgggccccca gctggcctgg tagctatgca tttataatgt 1020 

ctctaaacaa gcgacactct agtggtgatg ggaatagtaa attaaaaagk gagtagatgg 1080 

atttggacaa caaaaaaaaa aaaaaaatng gggccgacat gcttagnggt natatgcggt 1140 

taagg 1145 



<210> 24 

<211> 1320 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> <831) 

<223> n equals a,t,g, or c 



<400> 24 

ctaacagcga gaacgctttg gtgaggacgg agccctcacg acctcagcag tgttgcgttg 60 

gggatcaggt ttccgatggt gaacttgggg acacgtccac accacagcac gtgcctattg 120 

tgtttctcgg tggctggtgt gtttgaggat ggcgcgtgca tgcgttttcc agctttcttt 180 

gtggaggaag ttacctgtgg gtattaacct gtccccagcc atcctctcac tgagcttggg 240 

ttgcctgggc ctgggtttcc tgttgttgct ggaacgaatg accacagaca gtggcattag 300 

acagcgcagg cagacatgac ctcctgggct tctgcgggtg ccaacactgc cgctccttct 360 

ggaggctcag ggaggctctt gagggcattg ggacatcgts ctgccggccg ccgggcagag 420 

ccgktttgtt tattttttra gacttccggg aacatagtta taaataactt taatttgcct 480 

tggcctgccc actgcagtac agtcacgtgt cacataacat tctgtctacc gtggaccaca 540 

tatacgacca cgcggtcaca taagctgaca atactgtatt tttactccac tttctctatt 600 

tagatacaca gttgccattg tgtcccagca gccttcagta mtcagtacag ccatgtgctg 660 

tgcaggtgty tagctcaggg gcatgrggcc mtggcccagc ccagtgtgca gtgggtggca 720 

ccttctggat ttgtgtcagt camtgtggag ttcgcacaat gacagaytca cctgggaggc 780 

cttccgtgsg sttctgtttc tttctctmat ttgattgtgg ctagaaacag nstgggaacc 840 

aggagtgcag yttctcggag tamgtggctg ccccacgggg tgggatgtgc attttcagtc 900 

acatttgggg agagcacgcg tgttcttaag tttttagtgg gttctagtaa gaatggatgt 960 

tgatttttag aattctctcc tgtttatttt ttaacatttt gtggtgggaa tttgtgaaag 1020 
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aatacgaagt caagagcatg gtacggtgag gacccagcac catctccaac ctccccgggg 

tccacgtggg gtctgcgtgt ggccgcctgt ccctcagcac gatgtctggg tgtaaatctg 1140 

agacatcaca gcatgcaggc tgcagacgta ggcatctcta caaaagaagg atgcgtttac 1200 

aggagaatcg cttgaacctg ggaggcagag gttgcagtga atcgagatca tggcactgcc 1260 

ctccagcctg ggcgacaaag cycagactcc gtctcaaaaa aaaaaaaaaa aaaactcgag 1320 



<210> 25 
<211> 968 
<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 

<222> (261) 

<223> n equals a,t,g, 

<220> 

<221> SITE 

<222> (847) 

<223> n equals a,t,g, 



<400> 25 

tttgtccctt ggctttgctg caagtctttt tggaaagaga caagcatggc ccagcccaga 



60 



agttctagaa gtccttggcc tcatcttgcc tcaagggcat tgcttagaga tttccagaat 120 
gtcattactt aatggaaaat ctatagggtc tgcttccttt tgggacagct tggctctgca 
ccctggccgc ctgtgtcctt gtggctgggc tgctcctgcc cctgcctgcc atcacttacc 
tggcgtgtgc ttggtgcgca natcagctat atgtttctgg agctgctttc taggagaaat 

ctaatcatag aaaccaaact gaatggcatt ccttggcctc actctttgta ccctccatct 360 
tgggatccag gcttccacag tgcctttagg cctcccctcc ccttgacccc atcacacttg 
tccccattgg tcactttgga cttgctggtc ctgctgcatg gaagccctct ccagcctact 

ccacatgtga gtggggttta aaccccactg acttgtttcc ttgtctgtga tgctgtcctt 540 

ctaccaatac ttgtgtccag tcacttggtg tgtcctgtaa tctatctgtg tctggaccaa 600 

gactggtaca ctggacccaa ggttcccagc aagctgatat gtggcttgtg tcatttgtcc 660 

ctgtgtcttc tcctatctca ctggcctcct atctccacag cctagtccat ggagttgctt 720 

tatgtagcaa attctccgtt tggagctttt aaaataggat tatttgccag aactgcattt 780 

acaaaaaaag tttgtgtaat cctggtttaa ataaattaca caaagtaatt cactggcagc 840 

tagggtncct agtgtgtgct aggcataaag ctgcttctga acccactaaa agttcatccc 900 

agaatgatat ctccactgag ttcttaggtt tattactaga gatgaaaaaa aaaaaaaaaa 960 

aactcgag 968 



180 
240 
300 



420 
480 



<210> 26 

<211> 1103 

<212> DNA 

<213> Homo sapiens 

<400> 26 

ggcacgagat cacttgtcag gatacaaaac atggtgggac tctcagcgac ctgggaaagc 60 

aagtgagatc attgaaggct ctggtcatca ccatcttcaa tttcattgtc acggtggttg 120 

ctgccttcgt ctgcacttac cttggaagcc aatatatctt cacagaaatg gcctcgcggg 180 

tgctagctgc attgatcgtc gcctctgtgg tgggtctggc cgagctgtat gtcatggtgc 240 

gggcaatgga aggcgagctg ggagaactgt aactggtgct tcatcatcaa gtctagagaa 300 

gactttgggg gcttcaggct ccaattggca gtcaccgact cagtcaaccc atcagacttt 360 

ttgtattcag ctccagttag tcagaagacc agcccaggcc agctgctgtt tctgtgggga 4 20 
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gccctaatct tctgtgaatt tccaaaggga gcattggagg agattgagat aacacatctt 480 

taaaacagaa agactggtct tggtctatca gtacctcttc ctgaatctgg tacccatctg 540 

ccttctccag ttcattctaa acactgctgg gactagggtt tttccatcag gagcaaatgg 600 

aatccaggcc ttcccagaag tagaccatac tgccttgaac ttgtccatat gtacaaactg 660 

atcaccagct ttctccatac atttttaatg cagacctgta attgagttca gaagcctcca 720 

agaaaacaga aaggatcccc tttctccagt ttgtgctgga agaggagctg atcagagaca 780 

tcaaataaga gaaagatggg ttgctagagg atggtagaac tggaagcaag gcagctacct 840 

ttttgcaaaa ggaaatggtg ttaggcccct tttecagaag ataagacaga ctcatagaga 900 

ttaaatgatc actatggtcc ttcttctgtt aaatggagcc aaagacgcct atgttgttct 960 

gaagtcttgt aatgtttaac ttctgagaac ttagattagt ggtgtgatga tagagtctgt J.020 

ataacgcatt gaaaagggta tcaggcttag ttatttatcc aataaatatt tattgtatgc 1080 

agggtaaaaa aaaaaaaaaa aaa 1103 



<210> 27 

<211> 636 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (31) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (35) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (40) 

<223> n equals a r t,g, or c 
<220> 

<221> SITE 
<222> (630) 

<223> n equals a,t,g, or c 



<400> 27 

agaacacaat attgttttct gtctagtgtg ngggnagtgn ttttttatgt cctttgggag 60 

actgtagttg acttgccctg ggggtatgga caagttttcc atttggaagt ttatttcatg 120 

ttacttcatt tatgcttatc cctaccctct tctgtttggt tcttgggtgt tctgttactg 180 

tcctgtgtta acactgcatt acaataccat taaatttggt tacaaggatt ttraccttgt 240 

ctttgtccct agtgcttcat acagtgcttt ggcatgttgt tctgcactta ttatgttgag 300 

tgagatttgg aggaaggatg caatccttga gcttcagggt ttgtgagttc aagggttggg 360 

gaacatgtct tcctcagtcc ttaagattgc ccagatcctt tctctaacct tatttccctt 420 

ctcatttttg cagctttgtg tccctggtga tgttggaaca ttaatgatgg aacatggcca 480 

aacttcagtc atgatcctga agccatggtt tcttccctgc cagaaatgaa ggttcagtta 540 

tgaggcaacc ctctagtaag gcattgtaaa agttactgga tttggtttaa taaaagttga 600 

aataaaaaaa aaaaaaaaaa ggggggccgn tctaaa 636 



<210> 28 
<211> 1114 
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<212> DNA 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (56) 

<223> n equals a,t,g, or c 



<400> 28 

caagcagcac attctcaaga gcacacagga ttaagttgtc atcattctgg gaaganaaaa 60 

aaaacattaa tgaagaggcc aataatatga agggaatcat ggatcagttt tctttcgctc 120 

cctgtggtgg atttcactta caagaaaatt gaagctggca agaccctgtt ttctctgcaa 180 

tttatttaaa accttgcacg catttggata ccttgtgatt tccaagaact acgtgaagat 240 

taagctttgc ttactgatac atggcatgta ttcttttcag tcttttgtgt ttgattttgt 300 

ttgatttccc tctgcagcac agcgtctctg taaaaggttt ttatgctttc accagccatg 360 

tcttaaatac attaaggaca acacatttgg tgttcacact tcttccagta aatgtctgga 420 

acttggaaag ccacagagtg gcattaaaac aatgtgtgtt ttctttgagg agcagtgcac 480 

attttgcaac cactagggag gaattttctg ctaaagcaaa cccctgttct ctgacttgac 54 0 

aacttggccc cggactgtgg ggccccacct gttgcttacc ttttgaggta awtttgcaaa 600 

tgtggttttt ttacttggaa ataactgcac atttatatat aggatattgg actctgctta 660 

gcattttcaa gccacatagc atgactgttt tttgaatagg ttggaattga aaaaacaatt 720 

atcaaacgtt aagaacaaag acagggataa attgcttaca tttcaacctc tggagattga 780 

ggtaactttt tgtgtctggg tcttgtcaac atctaatttt tttccatcca ttctgttaca 840 

ctttgtattt tctaactgga gaaaagagtg aggaacagaa tgttttaaat ctggtgcaaa 900 

agaactatat ctgctggatg agccttgaaa gcagtcttgg cctgttaggg cttacaaagt 960 

aaattacaaa gtgatccagt tcaaagtttg cttagttaca acaaagcacc tttaaaaaaa 1020 

atacatttta aaaaaacatt ccaagccaat tggaagacat cattgggttc ttactttaag 1080 

acatctcatg gaaaaaaaaa aaaaaaaact cgag 1114 



<210> 29 
<211> 796 
<212> DNA 

<213> Homo sapiens 



<400> 29 

ggcacgaggt taaatatgca tgtatgcact attggttaat attttctatt ttctaataat 60 

ctacaggtgt ctgtagttaa cgttgagtca tagtgggact tgagaagtgg tgcatagcca 120 

gtaagctgac ttttcccacc cataaaaata catgtgtttt gttcttgata ctatgtgtgt 180 

gcacaacaat gggaaggcca ttgtcagccc cccaggaggg acacaccgcc tgctgttcca 240 

tatgaacgat gcttgctgat cctgtgtgtg gtcacgcagc gcagttctac cttcccatcc 300 

ctgtgcaggt gactgtcagt tctttaaatt cacttcaagc agaaaaagcc caggacccca 360 

gaacagtaac atcacatccc tgtttatata agcctgaagc aagacaagcg tcaggaagaa 420 

aatttccact ttaccttttt tctattaata aagacctttt aagtaaaatc tctgtagtgc 480 

aagttggcat gagcagactt ggtaacttgt ctttaaagga gaggtttaaa ttggaacttt 540 

taaaaactag aaaacaacag attgataaat caattttgta ttcgctagat gaagaaggtg 600 

ctgtattatt cccagggata ataactctca gaattaatca ggctaaaaag atacatttat 660 

aaaaatatta cagttttata tattaagcct aaattcgatg ttttgatgtg taatatggga 720 

taaaataaca tactgttcag tgcatgaaat aaaaactaaa taaaaattgt caaaaaaaaa 780 

aaaaaaaaaa ctcgag 796 



<210> 30 
<211> 1095 
<212> DNA 
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<213> Homo sapiens 
<400> 30 * 

ggcaaagacc aagatttttg tcgtgtagtc aggctcatca tgcctgcctc cttcttccct 60 

ttggagaatt ctgagggata ttcctcaatc tctcagaatc aaaatcttaa gtgtctaaac 120 

ttccaaatga ctgcagcttt tctcaagtta agaagccaaa ctaaaatagg ttaccatcct 180 

ctttttttta ggaaagagtt tatgagtgtc acaagtgcct ggtgtggagt ttggattatt 240 

tataggatta ttaaatgact ctctgaggca caggtgaata eataattttt ttgagggaga 300 

ttgcctaatg aacatttgtg cggtaaatat taagtaagca ctgtttcatg tgccagggat 360 

aaaagattaa agatagttct tccatctggg gaggagatag caaaacacat ggacaattaa . 420 

aatatggcct aattaaatac tgtgataatt ataaatatca ggtgctcaga agtttgtagg 480 

aaggcctttg ggggagaaga gcaaagggta ggcaggtgct gttcaagttg ttttagaaaa 540 

gggaaccctg atgagtttag gatacagttg gccctccata tccgtgagtt ttgcatttgt 600 

ggattcaacc aaccgagatt ggaaaataag ttaggcccat gatcgttgtg cctgtgctga 660 

acaggtacag acatttttct tgctagtatt ccctaaacaa tacagtatag caactcttta 720 

catagcattt ccactgtatt aggtattaat aaataatcta gagtaatgat ttaaagcata 780 

caagggccag gtgtggtggc tcgtgcctgt aatcccaaaa cattgggggc tgaagtggat 840 

cctcaaactc ctggctgctt gagcccagga gtttgagacc agcctgggca acatggtgaa 900 

accctatctc tacaaaaaag tacaaaaatc agcagggtgt ggtggtgcat gccagctact 960 

caggaggctg agatgagagg atcgcatgag cccaggaggt tgaggctgca gtgagctgtg 1020 

atcgtgccac tgcacttcag cctgggcaac acagtgagac cctgtctgaa aaaaaaaaaa 1080 

aaaaaaaaac tcgag 1095 



<210> 31 

<211> 1904 

<212> DNA 

<213> Homo sapiens 

<400> 31 

ggcacgagca aattacagat ttaaaatgtt agttaatttg gttcaaaacc tctaagcatt 60 

caactcacca gactactttt tcgtatttaa aaaatgttta aagatcaatg aagttggaga 120 

ttttctttcc cactgtttag aatttttgtt gtcagctgtt taatttttta attctgtaga 180 

aagtagaata atagaagtgt gttggtttcg gtaaaagtag gcatggctgc catgctcatt 240 

cagagttgta gcctctgatt tcccaagaca gtgttaatag ggggcgtgct tctcgtgttt 300 

ttatagacag tgctcattta cccatactaa tggctttgaa gtatatggta tgattatttt 360 

tgcaccacat ttaacttttt gtttgtattt tgcttaagat aatattaaag ttcagctgtg 420 

atttctaagt acatactaac aggacaatga ggcacagtaa cctagaagca ttacatgatg 4 80 

tggatgtggg tggaatgggg ccctgattaa aaatmcaatg tgttgttggc amcacagtaa 54 0 

gcagatacyc caaatatgca taatctggac ttaattmcag aattggataa agcagtagct 600 

tcattttgca gagtagtggt catattaggg aggccgaagc ccaattttgt tggttatcta 660 

aaccagggaa gaggagattt caaataattt cagaacggtc tcttgctgcc tctcaaaatt 720 

catcaagacc attccttttt gttggggtcc tcaaaagaga atttttaaat tttttattat 780 

taaaaatttc gaatatgttg ttacaaaagt agagggagca atgtaaaaac ttcatgtact 840 

cttatgtagc ttcaacattt aatagtccat agccaacctt gactaattta catctttaat 900 

ttctccccag ctccatgcct caaattcttt tgaaacaaat ctcagactcc atataatttc 960 

atttctaagt atttcagaat gtatccctaa acgatatgaa ctcttggagt ttcactcttg 1020 

ttgcccaggc tggagtgcaa tggtgcaatc tcggctcact gcaacctttg tctcccgggt 1080 

tcaagcaatt ctcctgtctc agcctcctga gtacctggga ttacaggcgt gcgctgccat 1140 

gccaggctaa ttttgtattt ttagtagaga tggggtttct ccatgttgat cagcctggga 1200 

atcatagcaa aacctcatct caaaaaaata tttaaaagtt agccaggtgt ggtggcacgt 1260 

gtctgttgtc ctagctactg gggaagataa ggcgagagga ttgcttgagc ccaggagttc 1320 

aaggctgcag taagctatga ttatgccact gcacttcagc ctgggcaaca gagcaagacc 1380 

ctgtctctaa attaattagt taattttaaa aaaaatactg tttttttgta ttttattatc 1440 

ttcaatttat aggaattaat atgttatttt tcgtattgat agtgatactg ttctcttttc 1500 
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aaataatgta tttaagcttt aaaatattca gcatggccga gtgcagtgtc tcatgcctgt 1560 

aatcccatca cttttggagg ccatgcaggt ggatcacttg aggccaggag ttcaagatca 1620 

gcctggccaa catggcaaaa ccacatctct actaaaaata cacaaattag ctgggcatgg 1680 

tggcacacac ctgtagtccc agctactcag ggggctgagc gtgaggattg cttgaacctg 1740 

ggaggtagaa gctccagtga gcgaggtcac gccactgcac cccagcctgg gcaacagagt 1800 

gagactatga ctcaaaaata aaataaaata aaaataaaat attcagcaaa tagcaaacag 1860 

atagtgtgca ctgttgtggt aaaaaaaaaa aaaaaaaact cgag 1904 



<210> 32 

<211> 1561 

<212> DNA 

<213> Homo sapiens 



<400> 32 

atgtcagagg cattttaggt tcttcatgtt tctcccactt tcagttgatt accattacag 60 

gatcttaggc ttctttttat ctttttgcag tgccttgcat ccactggttg tttgtttttt 120 

ctgttgggca ctacttattt ccttacctct ggtttcttct cctacagctt atgttctgaa 180 

atgtgtattc ctaaaatact gttttcctct tgttactttt ctgctcgagg acttccagta 240 

acttaccatt gtttataagg tgatgttcaa acccttcagt ctggagactt tctgccacct 300 

atctgactgt acctttatct tcaagcttat ctctttccaa mcaagaggct catttagcag 360 

ctttctctga ttgccatgtt catcctacac tmagcctcat tcagtttaca gcatggaaac 420 

tgtataggac ctctttccta tagaaattga agmcacttaa ataggaagaa aattaaaata 480 

tacatttgga tacatgagta ttccagtcaa ataatatcta taaaatacca gatagagtat 540 

aaaagacaac tgamggacaa cagagtgatg aaaggacttt attaggcatt tggatttggt 600 

tatgatttaa atttcaattt aattagaacg tttccatggc aaggaaggaa gcatggagga 660 

ctgtggaaaa gtcattcagt attgagttca tttgcattag aggaatttca tagtttaaaa 720 

cttgtatatc tttacctatc cttcgtatgt tttcttctta agcatatttg actttttcta 780 

cctcagcatc tgtataagaa aatatttgtg agtcaratgt ttgtgggttt tccttaccta 840 

ttattatttt cttccatgct ttacaacaca ttttttaaac taccttgttc ttaaataatt 900 

acacggacct gcttctgtgt actttcacag aatctttgac agttaaaaat tgtatgttat 960 

ataaaaattt gacaagcttc tacagttagg aaaagccttt agaaatctgc cttccccaaa 1020 

ccgtatgtta tcatarcact catgtctccc catgtctaaa aggtaaatag atacagaaac 1080 

ctcaccaaaa gttgaatcat ctgtactaaa ccactgcttt tttatccaga ctttttatat 1140 

aaatctttta ttttccaaaa aactgatctt ttacctaccc ctcttagagt taaaaatatt 1200 

gcctgtcagg caagagtata gtatgccaat ataaataata tgctttattt ggttagaaac 1260 

agttggtttg ggaagctagc aacatagcat attctttaca aatttaataa ggtgtatttt 1320 

gatactgtga taacctgcat tgtaaattac caaatggttg gaattgacca gtttatactt 1380 

attaaaattt ttgatgtgcc aatggctatc caattcattg catttgtgaa ttgtgctttt 1140 

agaaaaattg tggacatttt agttttatat acatatttat gagttatttg tgcatatgnt :500 

aaaattatat ataataataa aagtatatat gtaacttaaa aaaaaaaaaa aaaaac^ja ;:,GC 

9 1561 



<210> 33 

<211> 1963 

<212> DNA 

<213> Homo sapiens 

<400> 33 

gattagatat taaacacttc aaccacataa gaatattgag gactgttgaa tgagtcctgt 60 

gctctggtgg tcctggaact taattttatt tatgaatttt cagtcattag agaagagtat 120 

ggtgtggata tgggaggttg gattagccga ctaaactttg aagtttgcaa ctttagcaga 180 

tgttgggata gaagttaaca cagtagttca aattgatttc gcacttcatg gtttatagaa 240 

atgctttcac attcatatct gaatatttga aacaacctag tgggtaggta ggtaagcaat 3 00 



WO 00/61628 



PCT/US00/09070 



16 



ttkatctgtg tttcccatgg aagaaactga ggctgggaga tgttcattgt ttgttatcca 360 

aggtcatata gctagtaagt agaagagtcc agatgcaaac. ccaggccacc tgaacaatgt 420 

tcacatcatt ttaccatgga gaagagatta gtgcttttat ttgtctaaca ctctggtcag 480 

tgaaattaaa gtatctccgt gtgaaacagc atgcaaaagg ctttgtttct aatattttta 540 

acaaatccct ttagatcgtt gggaattaaa caaatmccta gggcagtgtg gacttacctg 600 

aagtcttttg acattttatg aagttctgtt aaacctagaa ataaagtcaa ataaattttt 660 

tattgcttta gagacatagt tattggaagt tatttatagt ttaaatatgt agccataata 720 

attattcgtg xnctatatttc aagatagttt attcagcaag cacttactga gaaectacca 780 

tgtactgggc actgtgttct taaaaggact aattgatgag ctcagtctag tgggggagat 840 

gagtaaacca gcaattataa tacagagtac tacttgagta gaggtacgca tagggaaaac .900 

cctgtaatag agggagcact gtctgtgtta cctaatgcag acttgaggta attcgaaaag 960 

gcatgttaag ccatgtgatg cttgagtaca atcttgaaag catgttaata cttaacttgg 1020 

taagaacatt ttaagcgaat aacagcctat gcaaatacac agaggcattt gagaatgcgg 1080 

cacttagagg gagctacaaa tagattgaca tggcaagagt atgcactgac tgttaaggga 1140 

tggaaggagt tgagaccaga gagagagaga catgattagg attgtgaaga gccttagatg 1200 

acatgctttt aaaaagttag tactttttcc taaagataat tgggagtcat tggtgaattt 1260 

taatagggaa atgcttgcta tccatttatg tttgcaaaga ttacataata gtgtggagga 1320 

tggaattggt ggtgcaggat atgagattgg aagcaagaat accagttagt tacgatagta 1380 

accatgtcat aaatgctcca cgtccaaact ggtactgaca ttagagagaa aagaaagaaa 1440 

tttgagaaat aattagaagg ttgagattta actagtcttg gtgagagaga gagatagtct 1500 

tcagatgtgg tttggacaaa tgggtggatg gcgatgctgg tcaaagccaa tacatggttg 1560 

aaaaagccgg tttctgtggc tagagggtgt tgatgagctc agtttgagat attttgagtt 1620 

gaaggtacct gtgggaattt acggttagaa ataactgtta ggaggctggg catggtgtct 1680 

cacatctgta atcccagcag tttggaggct gaggtgaaca gattgcttga gatcaggaat 1740 

tttgagacca gcctggtcaa agtggtgaaa ccccatgtct actaaaaatt caaaaattag 1800 

ctgacatggt ggcgggcgcc tgtaatccca gctgcttggg atgctggctt gaacctggga 1860 

ggtggagttt gcactgagcc aagatcacgt cactcactcc agcctgggcg acagagcaag 1920 

tctcaataaa gaaaaaaaga aaaaaaaaaa aaaaaaactc gag 1963 



<210> 34 

<211> 1300 

<212> DNA 

<213> Homo sapiens 



<400> 34 

ggcacgaggt tatttgtatt ttacctggca accctatgtt ggagcctcct tccctgctgc 60 

agccaacagg ggtagaggat ctgagctgct tatttgtaac tgaaagtcca tgggactgct 120 

tttatttggg ggaatttttc tgttaactgt cattatgaaa gtgatcacga tgagagattc 180 

agatttattt ttaaaattcg gtggaggaat atctcctcat tgatttagat ctttgatttt 240 

tttcatcaga ggttttgttt tcctgctata gattttgcat atcttttgtt agatttatac 300 

ctgagggttt tgtctttttg gagtgtgtgt gtgtgcacgt gtgtgctaat gtgtttttaa 360 

gttcaaattt attgctggca tatagcagtt gatttttgta tattatcctt gtgaaaggag 420 

caaaagacct gatggagctg ttgtttgggg gcctttcatc ctacctcatc acttctgcag 480 

gacagcccct tgggaagccc ccaggtcact tgttttgggg ctcctgaacg tctcactagt 540 

tggccacagg aagtccactt gaagttttta aaaagagggc gtatcattgt tttgatgcct 600 

cattcccgcc aggtttttct atggccccac atggtcacag cttttgaact getttttgct 660 

ttttggctgc attgttctcc gtgagtggtg ggttcagtcc tggcttcata ctgaaatatc 720 

tgcaaagttt taaaaacaaa caaacaaaca aaaaacaaac aaacaaaaac acccatgcct 780 

ggtctggttg gggggtgtaa cggagctttt tttttttttt ttttttttgt tctccaggtg 840 

attctacagc ccagcttggg ttaagaacat cttccctaaa gtctcaaaca ccaaaatccc 900 

ctttcctgtc caaaaaaaaa aaaaaaaaaa aaaacttttt agggcagtta gtccatctta 960 

ggtaaggaag gaaggaaaac tgattaaatg aatgtacact aaggtataag tagttgctag 1020 

cccaactctc ctgagcccct ttttccctcc tgccacaggc acctgccacc ccgtctctac 1080 

taaaaataca aaaaataaaa taaaataaaa taaaaataac caggcatggt ggtgcatgcc 1140 
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tgtaatccca gctacttggg aggctgagac agaagaatct cttgaatctg ggaggcagag 1200 
gttgcagtga gccaagatcg tgccactgca ctccagcctg agtgacagag caacatcctg 1260 
tctcaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa 1300 



<210> 35 

<211> 1797 

<212> DNA 

<213> Homo sapiens 



<400> 35 

ggcacgagct gagagggcca tggagaatct gtggccagcc ctccctggcc ccctgacctg 60 

gcagaggaag gaaagggcat tggagtaggc ttctgtcttc aggccagagg gggaggtggt 120 

tcaggggcag gcttggtgca ccccttggct gcaagctatc acctccctat ctgcttcctc 180 

ttttctgcct cccctggtgc atctggtcac ttcttgctgc ccttcctgtg aaatcgtggc 240 

accttggacc aagtcctgaa gcacttgggc agaaggcggg agaggttggg tttctaggat 300 

ccttgtttcc cagggcctgg ctctggcctg ggctcagacc actctggtct aggcaggctg 360 

ctggggaaag gctggagctg cttctgcttt ctgctcctgt tgccacctct gctaatgatg 420 

gggaaaacct gcagagggct gtggttggag ctgggctgaa ggccggcagg ggtgggtctc 480 

tccatggcag tagcacacag gcaggcagga agtggccctg tgcaaaagcg ggaagtggca 540 

gttgtcaaac aggaaggggg gggctgggct gtgggagggg cggggatgag cctggtagaa 600 

aggtgcgtgg aggagggtcc accttggaag gtctgagcct ctccctagLg gttactggaa 660 

ggaggggtgt ctcaagggga gacacctttg cagcaccttg agatgccgag ccagggccct 720 

cccactgtgg accaagccca ttcagtggcc tcgccctttt tggggttgga gatgctgcgt 780 

ccagctggga tgcccttgct tttgggaaag atgctctaga aaccactact ccatcctgga 840 

acccctctgc tgccactgct gctgggatgg accctctgct tttttgcagc cgtgggccag 900 

ccctggatgt gactacagga caggaagtgt caggggaaga gacaggagac aacagctgga 960 

gaggctgggt ggtggccggg cagtatgtgg cagcaggaac ggggagaccg gggcaggtag 1020 

aaactgctct gttcattgag gagagcttgt ggatggcagg gtgccacggc tgcgaggaag 1080 

aggagggaag cggacagtgg cacttcctgc ggcgttcccc tctctctgag gagcccctgt 1140 

tgctgcccat cacctgcaga ctgtagacac aggtgggccc cgccaaaaca gggagggaca 1200 

ctccacctcc aggactgcaa tggaggacca tgtggggagc ccagaagcca ggcaggaggg 1260 

cttagttgct gtgttgcaga ccctgcatct gcctgggctg aggggacagt gggtcccatt 1320 

cacagtgtct ctggtgatag ctgtggccac aagcccagcc caggagaccc tgtcaagctt 1380 

ctcactgggc ccttggaaag gagctatatg ccagacctta tgcaaaactc ttgacctgta 1440 

ccacctcagt taaacctcag atcttgctgt ctctatttta gaagtgagga acctcttggc 1500 

cgggtgccgt gctcacgcct gtaatcccag cactttggga ggccgaggca ggaggatcat 1560 

aaggtcagga gatcgagacc atcctggcta acacagtgaa accccgtctc tactgaaana 1620 

tacaaaaaaa ttagccgggc atggtgatgg gcgcctgcag tcccagctac tcgggaggct 1680 

gaggcaggag aagggcgtga acctgggagg cggagcttgc agtgagccga gatcatgcca 1740 

ctgcactcca gcctgggcaa cagagtaaga ctccatctca aaaaaaaaaa aaaaaaa 1797 



<210> 36 

<211> 1472 

<212> DNA 

<213> Homo sapiens 

<400> 36 

attgaacaaa agctggagyt ccaccscggt tgcggccgyt ytagaactag kggatccccc 60 

gggctgcagg aattcggcmc saggttttcc agctccgttt attgtcttcc ataatgctta 120 

acgtactgtt tgtatatgtt gtccttgcac tatattttga tatgctctca tatattttat 

tcatctctgg ctttctacga aggcaagctc gcagcaacac tgagaataat tattctccgc 

catcaatcaa gagtctccgt ggttggctcc tcatgggatg gccttgattt taagcatgaa 



180 
240 
300 



atgtaactct tgctctttgg ggccatttca ttctttgttc ctggggcctg cctgtgggct 360 
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cgtcgggaca ctagagagca ggcattcccg tggccgcggg agagccgcgt tcctggctgg 
ccattcccgg gccctctaga agggagcggc tgagagctct ttagccctac ttggggttta 
aaagtgaaaa aggagcagct cttcctggtg gaaattgcga gcagaggctg cgtgagttcc 
gtaactcgca cacagcctcc atttggagcc agaatgagca cgtgagggac cccgggcaga 
ggggccagtg ctgacattat gctccatgca acctcccatc ctgttgtggg agatggtgca 
gaccagggga gggagtcagt gtgtgagggk atgakgctcc agtcctttcc tgggcaccaa 
agccaaatcc cccctgagca caaggatctt ccctgggtga ctgcagaagc aaggagacct 
ggcccaccgt ccctgctggc ttcctactgc ccagccgcgt etetgcctcc ctaccccaaa 
gcctgcagct cctaagtgca ctatttgggc tgtcttgttt gcagcggatg tttgaaagac 
agaccctctt ctctagtgct ggccttgagt cctcagagag ctgctgtttc ctgggtttct 
agctccatgg aggcagaaag agaccccagg gtggcctttg gaggaagatg agccccctgg 
gttaaccgag cttctgcagt ggtgctcctg ggtcatcact gttgccactg gtcagagcca 
gagtgtgtct gcctgtgctc tcctgaacac agtggagcta tttccaagtt caggtgaagg 
ggacatggag gttaagcaag gccagaaaga cagagacgtc ctcttcccct ggtagcaggt 
atttagcaga tgggaaaata ttagcagatg ggaaatcagc agatacactc agctcaagat 
gcaaatttaa aagccgccag cccctgtact aaatatttac actgaacatc tctactccat 
catccgtctt ttatttttgt gagcccgtac aactgctctt attacaaagt catgtaaaag 
ttgaggaaag aaaatttcac ccttggaaac aaattcatga tgaattaaat ttcagcatga 
aaatagaaaa aaaaaaaaaa aaaaaactcg ag 



420 
480 
540 
600 
660 
720 
780 
840 
900 
. 960 
1020 
1080 
1140 
1200 
1260 
1320 
1380 
1440 
1472 



<210> 37 

<211> 1303 

<212> DNA 

<213> Homo sapiens 

<400> 37 

ggcacgagag ttccacctaa agatttctcc atacataatg aactctaact taccggcatg 60 

taaacagacc tgacctactc ttgtgccaat ctctgagttt cagccaatca caggcagcca 120 

actgtttaat ccctgttcaa ataaggtaaa tgccaagctg taaccaaccc agctgtttct 180 

gtacctcact tccattttct gtacatcatt ttccttttta tgtccataaa tcttgtctat 240 

gtggcagctc cagagaatct ctggacctat tttgattcag gggctgctca acttatgaat 300 

cactgttcaa ttaaactcca tcgatttaat ttgtctaaag ttgttctttt aacaccagaa 360 

taatgtatat cataatctcc ctcactctaa tcatgtggag attcagattt tttcagctaa 420 

tgaggctcca accctgtctt tgtttaaaaa aaatgaaaaa acaaaacaaa accatgtcct 4 80 

agttttactg ctaacagtat ttctctgact tttctggatt tcagttttgt acaatttcta 540 

taataagagg ttaacagaca ttatatgcta gcctcacatg aatattacct cctgatacct 600 

ataataatat gaataatata gagttatggg taaggaacag acaacttatt ttacattctt 660 

gtcttttcct ctccttttcc ttttcaatct tgccagcaaa tcttgccatt taaaatttta 720 

tatttaaaat gacgtatgca tttttctcca tagggaatat tagtggtcta taaactagtc 780 

agtatttctt ccctacaata aagcaaaagc agtagaggtc ttttgctgta tcctatcaaa 840 

ccagtaataa tccctctgcc aaaatcatca tctgttctga gtgtctactt tttcatttgt 900 

ctgatagctc ctcttggcat atagtactct cttttgaacc ttctgccaaa caagcacaaa 960 

ataggacagg aaataaaaac tctgaggcca aggtctccat ggcccacatc cccatctgtg 1020 

agagcacaag agctattgct ctcctcacta aagattgcct gatctatttg ttggtctcca 1080 

acaatttcct gagtgtatct gaatgaatgc aagttatttg gaatgagtgg ttgcttttta 1140 

gtctcaatac tggctttata ctctacctct cgtcttttcc tgttccatct cctatcatcc 1200 

tttttttaaa gggagcatgt ggaagtgaaa ggacacggcg gagccagaac aagagtgact 1260 

gagttttgtc tccactgctt acttgataag tgaccttgga caa 1303 



<210> 38 

<211> 1601 

<212> DNA 

<213> Homo sapiens 
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<220> 

<221> SITE 
<222> (22) 

<223> n equals a,t,g, or c 
<400> 38 



60 



ggtcacgagc tgggcctccc gnaaggtaaa actattttaa agtgtacagt tcagtggcaa Q u 

taagtatatt catgatgttg tgcaactgtt accactattg gaattccaga acattttcat 120 

caccccaaag agaaacccca caaccatcag gaaccagtcc tcattctccc ctttcctcag 180 

cccctggcga tctctaacct actttttgtt tgttttccaa ttctggacat ttcctgtaaa 240 

tgggatctaa taatatgtgg ccttttgtgt ctgcttcttt cactaaggaa aaatgatttg 300 

cattttactc ttgcatgttc tgtgttgttt gtgtgggcgt attcatctag gagaaatctt 360 
cctgaagttc cttctgtaac taattctgca ctgtccatgg agtcatgtta ttgtcagact 
ggtggcctta gagacatgct gttttctgca acatcgtgac acaaaagggt gcaccctgta 
agaatcattt gggaattttt gttctctttt cacaaacact acatctcaaa tttttaattt 
gatcaaattt gactctcggt gtctgcaatt ttctttagaa attaagctaa caaacattat 
gacattgtaa tattgtgaac catgataaaa tcttaaatag tgacaaatga agcatgtgat 
aacacaatat tttctacttt ttacataatg cagagatggc aaaattacac atttaaaata 
agtagatata tttttccatc cattaaatgg ttctaatttg cttactgctt ctgcctgtat 
ttacttccaa accaggtatc tgcgagcttt tcctgcggst actttggaac agaagaagcc 

atagtaacat agaggtgaaa aaggggtaaa aggtttcagg agcacctagg atttcagscc *uu 

cagtgagaaa tcacttcamc caaattgcag caggggagct ggtctcaggt tgggaggaga 960 

gaggggagac ttattycatg atcttttctc tattycccat acagggaaga gatagtattt 1020 

tattattttt tatgkattat tttgkattta cttatttatt tattaaaata gagacsgggg 1080 

tctcaatatt ttgcttaggc tgatctaaaa ctcccgagct caagccaccc tcctgcccca 1140 

gcctcctgaa taggtgggat tacagatgtg taccaccact cctggcactg ggaagatatt 1200 

ttaatatgtt ttagaccaat ttagaaaatg aagctaaaag aggtcatcta agggaaatcg 1260 

tttcctaaca ttttgatccc gcatgcctat cagcagagaa tgttttgagc atgtactcct 1320 

aatgtgtgta catttattta aacattctat gatgkaaaat tcttaatttg tatactattt 1380 

actgttctac tttttaaaac tttttaaaat yaattttatt gaggtatgat ttacatacaa 1440 

taaaatgtac ccatttaaag tgtatggagg ccgggcgcca tggctcatgc tgtaatccta 1500 

gcactttggg aggccaaggc aggcggctca cttgaggtca ggaatttcac cagagatggt 1560 

ggaaccccat ctctactaaa aaaaaaaaaa aaaaactcga g 160 i 



420 
480 
540 
600 
660 
720 
780 
840 
900 



<210> 39 
<211> 1482 
<212> DNA 

<213> Homo sapiens 
<400> 39 

gtttttattt tgttgtagag atgggacctc agtatgttgc cacggctgac cttgaactcc 60 

tgcactcaag ggattttcct gccctgycct cccaaagtat tggtattaca ggcatgagcc 120 

attgtgccca ccgtctctgg ttcttaacct tctgcctccc tcttccagtt ttaaagaatg 180 

cttgtaatta catgggctct cctagatact ccaggataat cttgttttaa ggtcagctga 240 

tgagcaacat taattttatc tgcactctta attccccctt cctatgtaat tgtgctgtgt 300 

aacataggac atgagcaatt ggtggcggtg ggggttatta ctttggccac cacagtaact 360 

attttatgcc aggtactcag ctaagcactg gtgaattaag catgaataac acacactccc 420 

taatctccat ccattcatgg gaggagcacy tcacctgcca tgctcctgag aatctcggga 4 80 

gtcagagaag tcttctatga ggaggtgatg ccaaagcgga caagtgacag aggagtcgaa 540 

gctagctagg magagagtag aggtttaagg ggaagcatak tataagcaga ggatattacc 600 

cacttcagag actcccagag gagaaagagt gtgcgttsaa ggggcagatg aggctcagtt 660 

ggactccata gcagatgwaa tggagagggg caagcagtga ggctgccttg caaggcaggg 720 

cagagcaggg gctgttaagg agtttggact taatccctga ggcaaggaga agtgatgtaa 780 
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atgggggagt aacatgatga gattcatgga ttagagacat ggctcaggct gctgtagaga 840 

aggtgccagg gagagcagat ggctcaatgg gtgtgcagga gacctctcac tgagtttagg 900 

gagaggtttg taaaacagaa gaagtttgag taatttaaat gatgatggga aggagctaaa 960 

agtgggggat aggttaaaga tacaggaaaa aagaaagaaa agaaaaattc catatctgag 1020 

tgtttactcc tgagtttttg agattgctat taagatcgtg ctctactgtg atgatttggg 1080 

tttgtttgat aatcagaaaa aagcatattc ttttgggtgt tcagccacac tgctttggtg 1140 

tcacaactgc acattggttt cacagctgca ggagcaagtt cgagcatctt aaaatgattc 1200 

aacaggagga gataaggaag ctcgaggaag agaaaaaaac amctggaagg agaaatcata 1260 

gatttttata aaatgaaaag ctkcctctga agcactgcag actcagctga gcacygatac 1320 

aaagaaagac aamcatcgta agaagcaata gtttctctta ctattctgag agccttatca .1380 

ttctacatcc catcttcctg tgagwttgtc tttgtagcat ttaactctaa ttgcagttct 1440 

cwttttaaaa aytggcttgc ttattgtata ttttccccaa ct 1482 



<210> 40 

<211> 608 

<212> DNA 

<213> Homo sapiens 



<400> 40 

aattcggcac gagctgagga ggtataccat gtaaagttgg cctttactga gattcacgtt 60 

ttcaaaatgc aagcacttca aacagcatgt ttctttttcc tcttgttagc tcaacctttt 120 

caatgaacaa aaaaagctgc acagagtttc tgattggttt tataatgaga tcattatcct 180 

agcttgatca tgttatagaa accactttcc agtccataaa ctgcaatgta gaactgaaag 240 

tcttgaaaga acacaccgga acagtggtca gcctcctgat gattgattct agtcttctca 300 

cctctttggc agcaggttct gtgaggtgac tgttacagga agagcattgc aatctgtaag 360 

ctcagctatt tggtctgttt ctagagatgt gaaaaaagaa aacaacaaca aacgtttgag 4 20 

ttattttttc ccccaaacag ggactctgtg gtaatttcat tattggtagt tgcaaaggaa 480 

aaagcactca aatgaaagaa attaatgtcc aatttgcctt tcagtggccc gaagcttatc 540 

tgatagccat tgcaatcgaa tgaatggatg acttttaaag agaaaaaaaa aaaaaaaaaa 600 

aactcgag 608 



<210> 41 

<211> 1676 

<212> DNA 

<213> Homo sapiens 

<220> 
<221> SITE 
<222> (1669) 

<223> n equals a,t,g, or c 



<400> 41 

tattaagatt gacaggtttt tscacatttt tggaaatgtt taatttgtac actgatttac 60 

tactctracc aataattgtt gatgagtgta tgagcatcat gaatgcgtgc attgaactac 120 

tgtctgtgtc tttatgtttt aacttctttc aagatgtagc catcagttac tgcactgcta 180 

ttactgactt aaatggacct ttttsctttt acaaactata cttatctatg gttctttgtt 240 

gaagaactca ggagttcgac attaatagaa attagaaaat tttataatgt attataaaat 300 

ccattactaa gttgaaagta tgcttttaac tctgtgtatc aggggatgta tgtttgtgtg 360 

gagatgtttt tttctgtctg taggcacatg tatatatccc agtaagttct tattttcatt 420 

tcatttctac atttttatga acttgtttta taagggtact gtttagttgt gataattaaa 480 

tatatataaa agctttctga gagattattt actatatgaa tatattttca gctggctgat 540 

caaaagtatt tttaaaattt tgyttttagc cattcaaaat gtatttgtat tttcagaatt 600 

gaatgcaagt catacttaga gctcaattaa aatactcttg caagaaaaag cattaaattc 660 
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tctttgagaa ttccgtgaaa tgcaaattaa gggaaaaata ggttttaagc agtagcaaaa 720 

acacaccgct aaaaatggcc tttgaattct cagagctatg gaaaaatgtg agaaactaaa 7 80 

ttgtctcgag atgtcaagat ttttctatct ccagttgcta ttggcctgtc ctactgttgt 840 

ctttgaatat ttcctgtatt ccaccccaaa agatttcaac ttttagtttt tctatcactg 900 

ggcaaggtca gactgggttt ataaaacaat atattggcat attgtgattc tttgtaattg 9 60 

actataaatt ggttttgaaa tgtccaaaca tacgttgtgt gtctttatat tgtactgtgt 1020 

gttttaagta actggcagaa aaagaattgg aaatgaaatt tccaatcaga caatgtagta 1080 

ttaaagaaaa ctttgtttta aatatgcggt accatgtaaa attactcgtg ttaggaataa 1140 

agtccactgt tgaagttgaa tgtcactaag cttattatgt taaaaggaac cagtgtgatt 1200 

aggaaaacct accagaagcc agatacagtg tggtacgtgc aacatttcat gcacattttg 1260 

attttgtttg tcattcaaaa ttgtgcttgt aaaaatgtat acaatttctg agttttataa 1320 

tttctaggta cttgtttttt cttgctggta aatagctttt ttttaaaaaa aaatctaata 1380 

taaaagaaac catgtttata ttttgttagt gatcaatgac tttgtttata tggaaatttg 1440 

tatattgttg gcacacattt tgttgaggtt tacgtgcatg aaggcctgca ataattagca 1500 

caatgaaaac tgctttttct tacatgttca tttttttgaa agattgtggt gcaaaggctt 1560 

actctaataa gtaaccttct ggactatgga atgaatataa atgaatggca ctttgagtgt 1620 

taataaagct aatatttatt tccacaaaaa aaaaaaaaaa aaaaaaaana aaaaaa 1676 



<210> 42 

<211> 1551 

<212> DNA 

<213> Homo sapiens 



<400> 42 

ggcacgagcc tgcctcagct tcccaaggct cactgtgctg tgcaaatatt aactcattat 60 

cctcataaca accccatgaa tttagtactt tgtgatctac attttacaga caggaaactg 120 

tcagagtcag aatttgaaat caggtgttct ggctcccaag tccatgctgt gaacctctgt 180 

atctgccgct tctgatgtgt gggtatccta gctcctcaga aaattgttct acagtagaag 240 

tcccaggaaa gccctcaggg tgtcccaaaa ctcctgaaat tctatggcaa aatgttgtgt 300 

gtacattttt cagcaagaga gtcagtggct ttcctctgtt tgtccaaagg gtctacagtg 360 

cagaacagtt tagcaccact tacctagagg acctttttgt gtcctttcca ttgttaaaag 4 20 

gctcctgttg gcataaggat tcttttggaa gaacaagatg tttacaaacc cattcagact 4 80 

tcttagataa caatgttcta aattaattgc ttatccggtt gatcttcctg ggaacttttt 540 

cccaaatatt tatgccaggt cccagattca gagattgtaa ttatttcatg yagggtaggg 600 

cctggcatct gttttgaaaa gcctttccag atgattctga tacaggtctt cagttaagaa 660 

ccactaatat tatcctctag agaatgggga tactacttta tagtcaaaga taatcacttg 720 

catttcacat gagaccttta catgacccac cattagccta cccccatcac cccagttttc 780 

actttttttt ttttgaggca gttcactctt gtcacccags ccagagtgca atggcacaat 840 

ctcggctcac tgcaacctct gcctcccggg ttcaagtgat tctcctggcc tctaaattct 900 

agatctccaa atctggcttc tagggtttgg gatcagggaa tgaggatttg tccaaaggca 960 

tggggtggga aaaaagactg tttgtttaca agaggtaaga tgtcaggaag cagcaatgtg 1020 

cttacaccac tgaggtaggt gtgccctttc agggggggag tttccattct ggggatcccc 1080 

attctgaggt ttcccagaag gggacagttt tcaagcccac tttcctgacg gttgcatctt 1140 

gtcgcaggtt tcatctcacc tttgtcttgc tgcccgcaat ctctggcttg gtcagctcag 1200 

gaaacccctg gtgccagaga tccggatgaa gatgagggac tagttcggcc tgttgcggta 1260 

tctcagcggg gtgagacgcc tcggtgggga aggcagagtg gaaaacccga cgccttccac 1320 

cagcaactct tgtgaatatg tgtgtgttgg ggttatgtgg ctagccagga gtggagatgg 1380 

atagtgtggt ctgcagagga tgcattttgg agctgacaga gctgagtttg agccctggtt 1440 

ctgccagtgc tggctaggct gtgcacccct gggcaagggt cttcacctct ctgggctcat 1500 

gtcttcagtt ataaaactgg aaaataaaaa aaaaaaaaaa aaaaactcga g 1551 



<210> 43 
<211> 397 
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<212> DNA 

<213> Homo sapiens 

<400> 43 

ctcgtgccga ttcggcagag gagatatcat ctcacaccag ttagaatggc gatcattaaa 60 

aagtcaggaa acaacaggtg ctggagagga tgtggagaaa taggaactgc aggttcactt 120 

tcatwttagg attattgagg tataatgtac atgcaacacg tattactatg tctaatgtac 180 

atttcaatga gttttaacaa atttatattg tcatgtaata atcaccatga teaatttaca 240 

gaacgtttcc acttgctgta gtttggatgt ttgtccccca aagtgcacgt tgaaatttga 300 

tccccaatgt tggaggtggg gcttaatggg aggtgttggg gttattggag tggatccctc ,360 

aagaatgcct tggtgccatc ctcgaggggg gggcccg 397 



<210> 44 

<211> 1445 

<212> DNA 

<213> Homo sapiens 



<400> 44 

ggcacgagtc agtacacata tgcattgcct aacgatcaag tcagggtatt tagcaaaccc 60 

gtgacctcaa atatttatta tttctttgtg gtaaacactt ttagaatcct ctcttttagg 120 

aattctttgt atagtttcaa ggcttctgcc acctccacag aatgcttttt ggttctctct 180 

gtgatctgca cagtgcattt tttctcattt catctactgc ttgtcctaca ctttcatttc 240 

ttcatagcac tcctgatgta tttcaaaatc tttaaaagca ttactggtaa tcatcataat 300 

aataataatg aggctataac attttccata ccacagtctt agaaatcatc tagtttatta 360 

cgttcaaaaa atttcccaaa agaaggccta ccaaacatgt aataagccta aaaatgtatc 420 

aggcactagt tcagaggctg catacaccaa tctgatgctc ataaactcat tctagctatt 4 80 

tgtacaatac aggctttctt ctccaaggtt tccatagagt cctagaggaa ttattagaat 540 

cctgagccgg aattaaatga aatgagtgtt aaactgtgat ctggtaaatt gaggtagatg 600 

gtgcaaacag ctgattgtta aaggaaagta tcctcaagcc tcacagttgc agggtctgtt 660 

ttataatctc atatcctagt tttgcctatt tggccattga aaaccaatcc aaacagcctc 7 20 

tttaagtgac agctagattc aattccctgt tgaggtgttg ttgtttaacc ctctctccag 7 80 

agagcttcag tgggattgaa aaatacttgt ccctggagct acagtaggaa tgctctatga 840 

tttgtgcata atacatatga taatctgagc tttaaattaa tccctaaccc ttctggataa 900 

tacgctgcag gtaatttctc cttcctatat tacattgcgg aagctagaat tcagaagtat 960 

agtcttgctc accttttaag gataatagag cttcaaaaca gtattgcagg aagcaaagtg 1020 

gaataaacag aaaactgtca aactagatgc cactactgtg agttgttgaa aaggttaaat 1080 

gtcagaagca aatataattg gatgactgga atgaatgact aagtgctttt tacactaagt 1140 

tgcttgtttc acaagcaacc ctagaccctt agaaacaggg ttgatgaagt caaagggacg 1200 

gccattctgt cttgtctttc cccttctcag atcagcagaa aagcagcaga aaaacatggt 1260 

gttggattgt agtccctaca gatttggtac ttccaagact ctcccactcc agcaaaaaga 1320 

aaggacactc ataacctttc ctttttttct actccatggt aaaaatctag agatgggtat 1380 

agtgcaaaat attcagattt tggagaatta ttatccattt tgtacttaaa aaaaaaaaaa 1440 



<210> 45 

<211> 1936 

<212> DNA 

<213> Homo sapiens 

<400> 45 

aacagaggag gcatacaatg acttcaggca aagcagaacc ttttgactca cacaacatta 60 

tattattttg tcagctttat attttatgaa acatttttac tatgagtgag gcaagagaaa 120 

gaaaaaggaa gagacagcat ttggttatat tacatcattt ctaaaatcta atttcctgga 180 
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gtgagaatga cactaagggt acctacgaga acattccttc ccatgtwaac taatagtgta 240 
ataaatactc atatagttac tagttttagt tgccaaacct agtttgtaaa tggtaaattt 300 
gagaccagaa ctatattctt atgactatca gaccactgat agtttcacta agtcaactcc 360 
cttcactaac aatttgattc tacacacaca cacacacaca cacacacacc agtttcaaca 420 
attttctcat aagctttaaa tcaaattgat gagagaactt tccctgtttt tctgtcataa 480 
actacattat ctgataaagt tcatactatt tttacataca tagattattt aacatacttt 54 0 

gcctctcttg ctgcagagaa ctttgcttaa gatatacagc tgatctattc taatttcatg 600 

a w , — u^u^v^ul yn-yuttyaa udLtdgtttt cgagcagttt 660 

tagagatgat accactttta cactgttttt ctctctaatt ttagttcctt atggttcctg 720 
gtataaacat gtaaaatctt ggtgggaaaa gggaaagagt ccacgtgtac tatttctttt 780 
ctacgaagac ctgaaagagg atatcagaaa agaggtgata aaattgatac atttcctgga 340 
aaggaagcca tcagaggagc ttgtggacag gattatacat catacttcgt tccaagagat 900 
gaagaacaat ccatccacaa attacacaac actgccagac gaaattatga accagaaatt 960 

gtcgcccttc atgagaaagg gaattacagg agactggaaa aatcacttta cagtagccct 10 20 

gaatgaaaaa tttgataaac attatgagca gcaaatgaag gaatctacac tgaagtttcg 1080 

aactgagatc taagaaggtc tttctttact taacatatct gatattaaag atttcttttc 1140 

attattctcc actttttctt attttagatt gctagaaaag acataatcat ggattatgtt 1200 

gacattttct ttttaaattt ttgtttaact tttttttttt tttttttgag acagagtctc 1260 

actctgttgc ctaggctgga ggacagtggc acaatcatgg ctgattgcag ccttgacctc 1320 

cttgactcaa ttgatcctcc catctcagcc tcccaagtag ctaggactac agacatgtgc 1380 

aaccatgttt ggctaatttt tttaatgktt ttttgtagag atgaggtctt attatattgk 1440 

ccaggctggt cttgaattcc tgggctcaag cttcccaagt agctgcaaca acaggcacac 1500 

accaccatgc tcaactaatt ttatttctat tttttgtata gacaggggct tgctatagtg 1560 

tccaggctgg tctgaaaccc ttgagctcaa gtgatcttcc cacaccagcc tcccaaaata 1620 

ctgggattac aggcttgagc ctccatgcct ggcccaggta acatgtttat tgagctgtac 1680 

atgcatatga gaaataagaa actttttttt cctactatca tctcttaaat tttgttttct 1740 

ttttcttttg cttcctcttc ttcttttcta ttttttataa atatcatgca caactataac 1800 

ctatgggaat gatgtagtaa cacagattat tcatcttgtt agagttgtat taaaaataaa i860 

caagcatttc aaattaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaactcgaa 1920 

gagaactagt ctcgag 1936 



<210> 46 

<211> 1842 

<212> DNA 

<213> Homo sapiens 



<400> 46 

gattggcagg tgctgtgttt ccccaggggt gaggtgccag gctggttttc acaccaaggg 60 

agcatgcagt tggtctgctg gctcagctgt ggcttcccta ggggcaggat gctgactggg 120 

tcatatgcca aggaggcagg cacatggctg gtcttctgga taaggcttga cttctccact 180 

gggcaggaca gcctgttcct tggcagggca gagtgtcatg tggactcaag tgacaggatc 240 

acagctgtcc ccctgagcct aggttttgag tccctggggt tggggcactg aagccactaj 300 
gatggagaaa atggagtgat tcctagacag cttgttccca tggattagga agcagggaag 
cttggctagc aaatggtgta ctactgtgtg taagcatgat gcaaggatgg tgaagcctca 

aggatgaaaa gatgcagtga ctactgcccc caggaacaga acacactcta gtagttgctc 4DU 

tagtttcaag atggtgctgt gcagtagtag cttgggtcat gggatgggag gagccacagk 540 

atgggctcyt actctagaat aatgcagcca tatgaactcc aggcagcttc caaaaytgga 600 

cttaggtcct gtgagaactg caggattctc cagcaacaaa gactgctggt gtccacagat 660 

ataatggggg cttctgggga cttctttacc ttttgttttc agggaaaagc ccctcctagg 7 20 

cttgaatccc agcctgcatt ccaagctgat cctgactgag gagacagagt tgcagaggca 780 

ggttgcaggg ttccattccc ttctttatgt agccatcctg agtttctgtg atccacaaga 840 
tttctgccat tcccctgctg tacttcagtg ctctccttta gacactccag tcaaaatgta 
gttgtttcct tattgtttca gtcttttttt aggcggggag gaggatgagt aatagacacc 
tctagtcagc catcttgccg acatcaccga caatgtcttt tctcttaaaa taatagaaat 



360 
420 
4B0 



900 
960 
1020 
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atggcttcca tttactacac aagttttctg tttcccttta taaagttttc agtgcacctg 1080 

gcctaaatgc ctttttattt attgccctgc ctagctccaa gagctgtgct actggtcagt 1140 

cttctgggga ccacagtttt ccaaggaaag acagtgactc taagatattc catgcctcag 1200 

gacaaagcaa atattctggt actatggatg gaactgatgt ttaaaagttt ccaaaaacaa 1260 

aaaaacacat ttcagccgaa aagctgaatt cctagtaaty caccctttag taatccaaag 1320 

caattgtcat ttycatctgg taaggaaaga ataaagtttt gtcttaggga aagtataata 1380 

tttttcaaqg ggcagaggct ctgagggttg gataaacaaa tgcccacaca gcccatagct 1440 

attaggggtt gtgacatttt tatgggctgc tgcaagttgg ggagacgagg agagagcaga 1500 

gcacaatttt atcatcttat caccagaaaa gagccccagg ccgggagtgg tggctcacac 1560 

ctgtactcag taccttggga tgccaaggcr gtaggatyac ttcagcccag gagttcaaga .1620 

ctagcctgag caacatcata aaatcttatc tctacaaaaa ataaataaag ttagctgggc 1680 

ttggtggcat gtgcctgtgg tcccggctac ttgagaggct gaggtgggat gactgcttga 1740 

gcccgggagg ttgaggttgc agtgagctga gatcgcatca ctgaactcaa gcctgagagt 1800 

cagaacatga ccctgtctca aaaaggaaaa aaaaaaaaaa aa 184 2 



<210> 47 

<211> 1385 

<212> DNA 

<213> Homo sapiens 



<400> 47 

ggcacgagtt atggtttaac tcagcagaat ttgttgaaca actacgacat gctggggatc 60 

atggcatgga atgcaacttg caaaaactgg ctggcagcag aggctgccct ggaaaagtac 120 

tacctttcca ttttttatgg gattgagttc gttgtgggag tccttggaaa taccattgtt 180 

gtttacggct acatcttctc tctgaagaac tggaacagca gtaatattta tctctttaac 24 0 

ctctctgtct ctgacttagc ttttctgtgc accctcccca tgctgataag gagttatgcc 300 

aatggaaact ggatatatgg agacgtgctc tgcataagca accgatatgt gcttcatgcc 36 0 

aacctctata ccagcattct ctttctcact tttatcagca tagatcgata cttgataatt 4 20 

aagtatcctt tccgagaaca ccttctgcaa aagaaagagt ttgctatttt aatctccttg 4 80 

gccatttggg ttttagtaac cttagagtta ctacccatac ttccccttat aaatcctgtt 54 0 

ataactgaca atggcaccac ctgtaatgat tttgcaagtt ctggagaccc caactacaac 600 

ctcatttaca gcatgtgtct aacactgttg gggttcctta ttcctctttt tgtgatgtgt 660 

ttcttttatt acaagattgc tctcttccta aagcagagga ataggcaggt tgctactgct 7 20 

ctgccccttg aaaagcctct caacttggtc atcatggcag tggtaatctt ctctgtgctt 7 80 

tttacaccct atcacgtcat gcggaatgtg aggatcgctt cacgcctggg gagttggaag 84 0 

cagtatcagt gcactcaggt cgtcatcaac tccttttaca ttgtgacacg cctttggcct 900 

ttctgaacag tgtcatcaac cctgtcttct attttctttt gggagatcac ttcagggaca 9 60 

tgctgatgaa tcaactgaga cacaacttca aatcccttac atcctttagc agatgggctc 1020 

atgaactcct actttcattc agagaaaagt gaggggcttg tgaaacagat tgttctacag 1080 

atgaatctgt aagccagtta cagtttgcct taactcatag acatcaatca gagagtgtca 1140 

cagatttaac cttgatctaa agacaagttg tacccagagt atgtgaaaag aatgggacga 1200 

caagaatgta ctggtttctt cctctaagaa ttgaaaggag ttgaactgcc ttatgtttgg 1260 

gcatgtaact ccaaaatact aggtagtata aggctttctc aatcagtgca aaaatggaag 1320 

atatataaag caacaagttg tctgcatttg atcactggtc agattgtaaa aaaaaaaaaa 1380 

aaaaa 1385 



<210> 48 

<211> 605 

<212> DNA 

<213> Homo sapiens 



<400> 48 

tttgagcttt ggatatgttt tatttaatgt ggtggcaatt catccaaggg gtgatgttct 



60 
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cccagcattt ggacacacag ggaaacttcc tcttctgggg agactcagct ccttcaggct 120 

ggcggtgagc gagggcgccg actggcccag ggcctggctg cgcatgcgca cgaggttgga 180 

cgtctctgca gaggccggcc aggcctgtcc cgccaccggg tttggaagaa ggtacctccc 24 0 

agtcagggct cctcccaggc tccctcgcct tagctgtctt ccatcctcac tcagctgtct 300 

tttatacttc agtgattttc cagggccaga agccacatct gggttgctgc atttccgaaa 360 

cggcatgggt ggaggggata atatgtggtc aagccttcac tgctaccttg atcttttgaa 420 

aacagccttc catctatcac ctgtgaaaac cagtttcatc tctgtgtatc acaccatctc 480 

naggcttcac acttcatgac tcaaactctt gaagaacctg acaagcgttt ccaaagttct 54 0 

tcaaatgctt ctgcagtcat tatttgaccc tcaaattaac aattctctgc ggcaaacaaq 600 
cggca 

605 



<210> 49 

<211> 655 

<212> DNA 

<213> Homo sapiens 

<400> 49 

cccccgggct gcaggaattc ggcacgagaa gatacgacga gattaaaaat tttgcctaag 60 

gtcacacagc taatggatgg tggaagtagg atactaactc agacagtcct gctacacaca 120 

gatatgcaaa taatcctgat ttatagttat ttggtcagag ggatggattg tatattttat 180 

gaatgatttc agaccctctt ctactccctc ttactttctt tctgtttata tcactgtcaa 240 

ttaactttcc agtagtagag gctcagagat ggtaaaacta ccactaaatt tatagaaagt 300 

tgtatgaatt tctttaagaa gtgggaatac ttctcctttc ctcagttttt tcctatttat 360 

ggtcattgca gtaatttcta tcatcctttg cagctttgaa atcacttctt cacatgtaaa 4 20 

cagctcaccc tggtgttgcc atggagattt atatcaatgc catgagccag ggcctaattt 480 

gcgcattctg ctgattaaca ggagtatttg ctaatccctg ccaagctctc tcatccactg 540 

ccatgactaa tctcaccggt tggcgatgcg tggaattcat gaatgctaga aacccatcat 600 

cttaggttat ttaacacttc aattctgttc agtaacaact taattaagtc tcgag 655 



60 

t c 12 0 

180 
24 0 



<210> 50 
<211> 1611 
<212> DNA 
<213> Homo sapiens 

<400> 50 

agtacaattc cttttcttgc acagacattt tcccaagtca gtacatctgg gataatagtt 
ctcagagtgg ctgtatatta tattcacatg aagagatttt naaagttata ccccatgtt 
atcgctttat gttcaaaagt gtgtgtgtgt gtgaatgcat atgtctgtgt acacacata 
gtagtattta tgcctggcat gtatacaata tgggtccata tatgcaactg agcaggtat 

ttagaacatc tgatgacctt gtcatttcaa gaactgtggc cacagattga gaaataa^ 10^ 
accctttcag tagtctgagt atttctcaac aaaagtagag acttgcccat ccttajt 

ttctatggra ggagtggcct ctcattttat gcttttatag ggacgtctat tcccagccca 4 20 

tagtttatga gcaacattct stcagcaggc wkgaatagtg gctcsctata attaattccc 480 

ttcttgctcc cccacctctg agagtgagaa ataaaagggc attaaaggga atgtagttac 540 

aacccacaaa gggaccacat aaaatgtcac cttttggctc aacacattgt tcccttcgtg 600 

actcctagtc ctgaatttcc atctcacagg gcaggcagag tgtattgtca gctgagaccc 660 

aagagagaca cattggcagt caatctgcat gatatggtag gggtattagt taaaacttta 720 

ctgaaagtta agatctgtgt caaaggtttt tccttgtcct atgtgcatta catggaagac 780 

agaagaaaac aaggaaaaga gatgaattgc tgttgcaatt taaagtatgg gggcagagag 84 0 

ttgagtgtga gctgcagaat ttctatgtga caacatagaa tagtggtgaa gttacttaac 900 

ttttgtgggc ttcagtcctc ctgcctccct ttgtagcatt agcatcataa tacgtgtctc 960 

ccaatgtttc agggaagagt aagtgggttt agatatatgt agtgaatacc acagtacctg 1020 

acatatagtc agttctcagt gctgataatc atataaattg aaagcaatta aaacaccccc 1080 
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atttatcttc ccatgcataa tttataaagc acattcacat catgcaaatt catcctcaca 1140 

acactcaaca ttcaattaag ataagcatgc actcttgttt ccctttgcac aacttttgca 1200 

agttgaatgg ctggtttggt tagattcaat ccagtgttct ttccattaga gcagctgcca 1260 

cctagagaag aggacaatgt ttctcccagc cattgaacat gctgcatgtc tctgttgagg 1320 

ggccaccatc aaaactcagg ccctgctgtt ctactctagg aggacagatg gtcttaagga 1380 

atatagggac cttctagacc ggaatcctca caccaaacct ttagtctatg gtaatcactg 1440 

tttacaaaag tttaatcttg ttcccttctt taaaagtttc agagcattgg tgtttattga 1500 

cttttttgtt tctttaaaaa agaggacaag ccaggcacgg tggctcacgc ttgtaatccc 1560 

agcactttgg gaggctgagg cgggcagatc accggaggtc aggagctcga g 1611 



<210> 51 

<211> 1641 

<212> DNA 

<213> Homo sapiens 



<400> 51 

ataggttgaa gggttgtgac caccctatgt tgagtacctc tcttggcact atttttccaa 60 

tagcaggtgc ctactttgtc tctatgtcag cttttttttt tttttttttt tgcaaaaagt 120 

attttaaaat tagggtatgt acatttttgt ttttagacat aatgctgttg cwcacttaat 180 

aggttacagt gtagtgtaaa catatctttt gtgtgcactg ggaagaacaa cttatgtgcc 240 

ttaaccttac tgtgatatct gctttattgt ggtggtctgg . aaccaaagtt gcagtagctc 300 

caaggtatgc ctatacagtg aaaaataatc tctgattgtt tacctcacaa ctctccttat 360 

tcaaaagcag tatcaatttc ctgtggtttg tattctttct taacacattt taaacatatg 420 

gtagtgtttt catacgattt attggtcttt agcatggatt ttagaacata aggttttcgt 480 

gaatagtcta ggggatataa agcaccagtg aataataaca ttccaggaat caagtgtccc 540 

ttctgcatgg gatgacaaga atcattaatg ctttctgggg aaaataatgg agtttcctat 600 

gggaaaaatg tgtagagaga taatattgaa agagatggga aatacagamc agagttcagg 660 

gagattaagg cagctggaat atgcagaacc agtaataaag aggaaaaaga gaatgccagg 7 20 

tgcagcggct cacacctgta atccaagcta ctttgggagg cacaggccag cagattgttt 7 80 

gaggccagga gtttaagacc agcckgagca acaaagtgag atgccatcac taccgccaaa 840 

aaaaaaaaaa aaattagttc ggcaaggtgg ttcacacttc tgtagtccca gctactcaag 900 

aaagaggtgg gagaatcact tgtgcctagg aggttgagaa gctgcagtgg gatatgattg 960 

tgccactgca ctccaacctg aggaacagag caagacccta tatcaaaaca aaacaaaaca 102 0 

aaaaacagaa gaatccttaa ggctgagtat actggctcaa acctataatc ccagtacctt 1080 

ggccctccca aagtgctggg attgcaccgc accaggccaa gaatattttc cattgtaaat 1140 

gtataaatta gtaaatgaag tttacctcaa tcccatgtgt gttttagttg gtgtgagctg 1200 

taccttgcat gcttaccctc tggctacttg caagaggcag gctggagaca gtggtgtgct 1260 

ggtaaacgac cagctgggga aggggaggtg gtttgattta tagcatttgc agatttccat 1320 

gatgcaaata ctcccgccac attggatttc aaaccatcca ggtgatgcca agtagcttcc 1380 

tggaaattta accatctgct ctcggtaact gctgccagca gctccagcac acaccactgg 14 40 

ttctagccct tcaaagcaag tttagctagc attcttctca tcacagactt ttgagtttca 1500 

caagctaagt aaaagaattt ttaaaaatta gagaaagact ttctgaaatc ttttttcttc 1560 

ccttccttcc ttcctttttc ccttcccttt ttccttcctt cttttaccaa agacactaaa 1620 

aaaaaaaaaa aaaaactcga g 1641 



<210> 52 

<211> 372 

<212> DNA 

<213> Homo sapiens 

<400> 52 

ggcacaggaa aggaagaaga tgactgtccc ctaaatcaaa gcccaccaca gaggacctga 60 
gcaggtccca ctgttgcaga ctgcctgctc tcaccagcta ctgggcatcg tctgactcag 120 
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cttgggaggg 
ctgagggcct 
gggacaatac 
tataataccc 
gccagctggg 



cccaagtgaa 
gctggtggcc 
agtgcctgtg 
ccaggtgttt 

gg 



tggtcatcag attgagcaac tgggcaccaa catgtgtttc 
agctctgtgc ttgaccatac agcaggaggg actggaaaag 
cttggggagc tctgggaaca aaagcccacc cattaaatag 
ctggcagggg agatgggaaa agtagccatt ttgaaaaaca 



180 
240 
300 
360 
372 



<210> 53 
<211> 1203 
<212> DNA 

<213> Homo sapiens 

<400> 53 

ctcgagctgc agtgggctcc acccagttcg agcttcccag ctgctttgtt tacttactca 60 

agcctcggca atggctggcg cccctccccc agcctcactg ctgccttgca gtttgatctc 120 

agactgctgt gctagtaatg agcaaggctc cgtgggtgta ggaccctcca agccatgtgc 180 

aggatataat ctcctggtgt gccgtttgct aagaccgttg gaaaagctca gtattagggt 240 

gggagtgacc cgattttcca ggtgctgtca cccctttctt tgactaggaa aaggaattcc 300 

ctgacccctt gcacttccca ggtgagacaa tgcctcgccc tgcttcggct catgctcggt 360 

gcgctgcacc cactgtcctg cacgcactgt ccaacactcc ccagtgaaat gaacccggta 420 

cctcggttgg aaatgtagaa atcaccggtc ttctgtgtcg ctcacgctgg gagctgtaga 480 

ctggagctgt tcctgtttgg ccatcttggc tccaccccca tttgtgtgct atttatggta 540 

acttgtgctg atgactctgc gatgtgtatt ccaaacatat gtatggaata gttccatttt 600 

taaaagtact attcaaacag cattgtcctc actctcaagt ttgtcatctg aattaaactt 660 

tacttaatct agtatgaaaa ctycttgagc tataaaaaag tatgaccttt tttgttataa 720 

aagctatagt cacatcacaa tagggctata taaattaaca accatatttc agaagcactt 700 

aaagcataaa catgagccct taaatatcta aataactggg g t: r: v t.ttaat aattcactgt 3-10 

atcaaaccct aaaaaaattt gattaatccc aagaaatctt cttctgattg agtaaatcaa 900 

ataaatattt tcaccatgaa aaagatcatc ctacaatatc tatttgtgag aagtttagtg 960 

ctttagatat tagggccact ctacttaggg aaagatatat ttctttttct ttttuttcc 1020 

ttttttttta tttttttgag acagagtttc actcttttca cccaggctgg agtgcagtgg 1080 

cgcaatctca gctcaccaca atctctgact tccagattca agtgattctc atgcgccagc 1140 

ctcccgagta gctgaggcta caggcatgtg ccacoaggoc caict.aattt 1 1 tc I tggg'J 1200 

ccg 1203 



<2 10> 5-3 
<2 1 1> 85 1 
<212> DNA 

<2 13> Homo sapiens 
<400> 54 

tacttcagca gtattcttgt acctgccaca 1. 1. a i } t. a i * . t. : ,ni,i"jt'j t , i - : 

gcaagataga taaaacatgt catctccttg agattagttt ttgaaaatat gtattacctc 240 

acagcagcct aacgcatctt gccgtattgc cctgctttca tcttgtcaac agaattccac 300 

tgggtggaat ttgccatgtt tgttttaaag ttgtttatgc ctaaacaact tgaaaaaatt 360 

ttaaaaaggt acattttcct cccattttct gaaagtgtag caaatatgca ggtaataagt 420 

atccttataa atgtccagat tatgtatacc aagtggaatt cttatatggg tgttttgcaa 480 

tgtgatattt gtaatattaa catgagtata agattactga tttaaatctg atattaaaat 540 

taattgtggc tgggcatggt agctcacgcc tgtaatctca gcactttggg aggccaaggt 600 

gggtggacca cctgaggtca ggagttcgaa accagcctgg ccaacaaggt gaaaccccat 660 

ctctactaaa aatacaaaaa ttagctggac atagtgatga gcgcctctaa tcccagctac 720 

tcaggaggct gaggcaggag aatcgcttga acccgggagg cagaggttgc agtgagccaa 780 
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gatcaggcca ctgcactgta gcctgggaga cagagactcc atctcaaaaa aaaaaaaaaa 840 
aaaaactcga g 851 



<210> 55 

<211> 1266 

<212> DNA 

<213> Homo sapiens 

<220> 
<221> SITE 
<222> (497) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (578) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (606) 

<223> n equals a,t,g, or c 

<220> 

<221> SITE 

<222> (615) 

<223> n equals a,t,g, or c 



<400> 55 

ggccacgtag ggtcaaaacc acggttccag caggaaataa gcactgggag aggacaggac 60 

acgtaccccc ttccgccgac accccccacc cgatggcagg agggagccca aaccttgcag 120 

cttccatggc tcatggctca tgacaatatc attcttaaaa ttctttgagt ttatcaatac 180 

gttttgccct tacctgccct acaactgtaa ataacaaaat gtatgcattt cctacttttt 240 

atttgttccg aatgtattct caagcttcaa gaacggttcc catcctacca gacttccacc 300 

gtatcaggat taaaaaacaa aacaaaactc tgktattctc tccatagctt atggctttta 360 

aaaaataata atttgaacaa acaattccta cgtggcatag atctttccat cctggagaat 420 

gttactattt cagtctgtca tcttttgtag atattaaaaa cctttcgtat gkcaatttct 480 

ttgctcctca ccaccanctt ttaggcaggt actagtatta gctcgatgca tttgacacgt 540 

gtttaatgtt attcaatgcc agacactgaa ataggccnta gggatgtata acatattctg 600 

tttggnaaat tgagnctcaa ggaggctaaa taccctgccc caggttatat agtctgggat 660 

tcagtctgag acaggccccc aggtttgttg gactccaaag cttgtgctct taatcactat 720 

acataatttc gtacaagaga aagatggjat ctt'cctc'cLc t L cc ':a 1 1 j *j -j j 122 

tcttggtggc cttacactgt gtgctgaatg agtctatact gttactatct atagtaactc 960 

ccgggccctt cctgtgcaag aatttagagc cccaagctcc cctatacatc cccacaactt 1020 

gcttgctcag atatcacttt ttacctgctt atgaagcctc aaaaattttt atctcagctc 1080 

acggtaagaa atacatttta catcatgtct caatacacac acgtatgtct ttacacacat 1140 

cttaagtata tttaagcata cggcagccaa agcttggttg ggctatagca ataagtgacc 1200 

gctaccctct ctcctatact cctgagtaac cattgctctc ttaaaaaaaa aaaaaaaaaa 1260 

ctcgag 1266 



<210> 56 
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<211> 1441 
<212> DNA 

<213> Homo sapiens 



<220> 

<221> SITE 
<222> (357) 
<2 23> n g^u 



<400> 56 

cacaggtgcc aggatgccaa gggatacaga agaaggatgg ttgcttctct acccaggagt 60 

gccctgaggt gtcttaaaaa gaggagcatt tatgactcag gcagggtggc acattccaga 120 

cggcagtggg caggagcctg actccagagc gccttagagg ctgccgctgg gagttgagct 180 

ggaccctgaa ggcagtaggg taagccataa attagggtta aggaaccaag ggaataaggg 240 

gatcagacca ttgcatagct ccagcagcac cattactagc agcctgtgtg aatgatggtc 300 

ccctcttaca tgcccaccat gcaagggctc taggccattc ttcactcttt aatgcanaaa 360 

agcaaaactt ccagctgttt tcccctaccc aaaatgtgtg agcctgagcc cagccccagg 420 

atggatcttg tcctaggtaa ccaagaaggc cttaagtgtc agaagaggta gctccaggct 480 

gaataaaggg acaaatgaag cattactgca ctgagatcgc ccgtcgtggg gtgggtctat 540 

acccatctag tcattaagcc tcaataattt ggtttctaaa tggactatta tttgctacag 600 

atcaaaagtt gttggaaact atattacaca gataaataga attgtcctgc aaataaagga 660 

agtaatctct tctctgtttg agataccatg cagtatttgt ccaacttgta caaatagttc 720 

tgatccatga gaatcctcca ctttcaactt acttgctgct atatcccaac tattataagg 780 

ccatggagac cagtagcctg gtttccatta tctttgctct gttttttttt atggcatggt 840 

tgacactacc tccagtagca aagagttaac ttgtcatcag agctataaaa tcacaatgat 900 

aagtgaaaag ttctcttttg tactttagca tccaagagaa gtgtaattcc caactacaat 960 

gctcaaaata atagagagtt tttactttgg gcctgaaaat acttataggt caggtctcct 1020 

agttgggtcc atgctgttgt tggtgttccc tcccaagtaa atacatactg aatttagcaa 1080 

attattcatt tgtgatcctc tgtgccatct aaaaatatat atagtttaaa acgctggcca 1140 

ggcgcagtgg ctcatgccta taatctcagc actttgggag gctgaggcag gtggatcacc 1200 

tgaggtcggg aattgaagac caaactggcc aacatggtga aaccccctct ctactaaaaa 1260 

tacaaaaatt agctgggcat ggtgttggac ^cctataat.c ccagctacta gggayjct.^ i 1320 

ggcaggagaa tctcttgaac ccgggaggLg gaggttgcag tgagccgaga ttgtggcacl 1380 

gtactccagc ctgggtgaca gagtgagact ccatctcaaa aaaaaaaaaa aaaaactcga 144 0 

9 14 4 1 



<210> 57 

<211> ^76 

<2 12> DNA 

<2 13> Homo sapiens 



gatctaaaag ggacacatta at.aagaa j jc ai,. J :,j cl L' ll uijiautcaj . ; L v _ .<,., 

ttccagtctt ctcttattaa gaaacagact ttttcccLLg aaatgagatt tcatAggcot 240 

tctttatgta agcttattgt gccagcaatt gLgcttgttg cagtaaaaga agattcccLc 300 

ttttgtgggg gtgctaaaaa tcccacctac atacatccac acaattctac cttagatacc 360 

cagttcatag tgtgaacacc actgtcctaa gtggagattt agtttaaaaa aaatctttct 420 

ggctgggcac agtggctcat gcccataatc ccaacacttt gggaggctga agtgggcaga 4 80 

attgcattag cccaggagtt tgagatcagc ctgggcaaca cggcaaaacc ccttctctac 54 0 

gccccccccc acaaaaaaaa aaaaaaaaaa ctcgag 57 6 
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<210> 58 

<211> 595 

<212> DNA 

<213> Homo sapiens 



<400> 58 

caegagcggc acgagagcaa gcaagacaca actgagacag atgtaccagg tgaaaaaaat 60 

cttcagtatg gatacacatg ggtattctga aggctacaat gaatggttta gtctttgaca 120 

taaggaggat gaacatatta tttatactgt gtaatctaat ctggcttcta tggggaaagc 180 
aacatgtaca taagtgaatt ttctacatga agtgggctac ttctgatttt aatcaaagct • 240 

ataaaataga ttgtatattt cactagcttc ttaaagtaac tcttccattt tcatttatct 300 

ctaaaaacag ttaacttcct gtgctctagg aaatgcacca ataccaaagg tcaatgtgga 360 

aatatgggca tgtttgcccc tatgctgtgt ggtctctaga tttctatatt tgctttgctt 420 

ttgtctgctc tagtaatctc cctccttttg atctgtggcc tgggaaaatg tggtttcttt 480 

gtatttcaaa taaaagtaaa atagtttttt gagtggttca ctcaagagta' aaaaaaaaaa 54 0 

aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaa 595 



<210> 59 

<211> 608 

<212> DNA 

<213> Homo sapiens 



<400> 59 

atgttgtgtg gaattgtgag cggataacaa tttcacacag gaaacagcta tgaccatgat 60 

tacgccaagc tcgaaattac cctcactaaa gggaacaaaa gctggagctc caccgcggtg 120 

gcggccgctc tagaactagt ggatcccccg ggctgcagga attcggcacg agcagctgca 180 

gggaaggaaa gcttcccggg gagaggaggg aagtgttttt cttcccttcc tagtgacccc 240 

catccacaag gtaggaactg cctctcctgg ttccatcatt ggagtccccc ccacaagctg 300 

ccccagcatt caggctcctc ccaaggggcc tgacaggagc tatggagagc tgcggccctg 360 

atctctttct tcacttctga atgagtccat ttctaccctt ttgggaccct tagagatgtt 420 

tggaagagtt tggaggaggg gcactaaggt atgcacaacc agatgcttgc agagtgactg 4 80 

ggtcagcccc agcttcaaag aggctatatc agtctatccc caaaactgaa gtcccttgta 54 0 

gattttttct ttctttaacc agtattcaca tatttgtccc tctagactac caacccttag 600 

gcctcgag 608 



<210> 60 
<211> 36 
<212> PRT 

<213> Homo sapiens 



<223> Xaa equals stop ti'diisiaL ion 
<400> 60 

Met lie Leu Ser Leu Val Leu Ser Tyr Asn Leu Phe Leu Val Gin Leu 
15 10 15 

lie Leu Cys Thr He Thr Ala Glu Met Ser Asn Trp Asp Arg Leu Ala 
20 25 30 

Ser Lys Ala Xaa 



WO 00/6 162S 



PCT/US00/09070 



31 



35 



<210> 61 

<211> 31 

<212> PRT 

<213> Homo sapiens 



<220> 

<221> SITE 
<222> (31) 

<223> Xaa equals stop translation 
<400> 61 

Met Ser lie Phe Val Gin Val Phe Val Trp Ly:j Tyr Val Phe Val Ser 
1 5 io 15 

Leu Arg Tyr He Gly Lys Glu Leu Gin Asn Gin Leu Cys Ala Xaa 
20 25 30 



<210> 62 

<211> 36 

<212> PRT 

<213> Homo sapiens 



<220> 

<221> SITE 

<222> (36) 

<223> Xaa equals stop translation 

<400> 62 

Met Phe Val Thr Pro Pro Arg Leu Thr Phe Ar.n Lou Pho Thr Lou Arg 
1 5 io 15 

Ser Trp Phe Tyr Val Cys Asp Cys Leu Leu Ser; Leu Leu Leu Ser Pro 
20 25 30 

Ser Gly Arg Xaa 

35 



<220> 

<221> SITE 
<222> (35) 

<223> Xaa equals stop translation 
<400> 63 

Met Gin Phe Thr Asp Ser Arg Gin Cys Cys Leu Leu Phe Thr Leu He 
15 10 15 
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Leu Phe Thr Val Leu Ser Gin Phe Tyr Phe Leu Glu Glu Trp Tyr Ser 
20 25 30 

Val Leu Xaa 
35 



<210> 64 
<211> 4 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (4) 

<223> Xaa equals stop translation 

<400> 64 
Thr Val Trp Xaa 
1 



<210> 65 
<211> 33 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (33) 

<223> Xaa equals stop translation 
<400> 65 

Met Ser Gin Cys Tyr Arg Asp Phe Val Tyr Gly Gin Phe Trp Gly Gin 
15 10 15 

Phe Met Ala Arg Phe Trp Gly Ala Cys Ser Gin His Gin Glu Met Cys 
20 25 30 

Xaa 



<2ii> Jo 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (17) 

<223> Xaa equals any of the naturally occurring L- ami no acids 



<220> 
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<221> SITE 
<222> (36) 

<223> Xaa equals stop translation 
<400> 66 

Met Tyr Leu Arg lie Lys Tyr Val Ser Lys Leu Pro Gly Leu Leu Leu 
1 5 10 15 

Xaa Phe Phe Phe Val Leu Phe Leu Arg Leu Trp Tyr Ser Trp Glu Met 
20 25 30 

Gin lie Gly Xaa 
35 



<210> 67 
<211> 18 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (18) 

<223> Xaa equals stop translation 

<400> 67 

Met lie Leu Val Gly Leu Trp Leu He Gin Trp Leu Leu Leu Lys Tyr 
15 10 15 

Lys Xaa 



<210> 68 
<2 11> 2 9 
<212> PRT 

<2 13> Homo sapiens 
<220> 

< 2 2 1 > GIT I J 
<222> (29) 

<2 2 3> Xaa equals stop t . rans 1 a i ■ -i 



Gly He Leu Gly Glu Lys Lys Met Val Phe Ser Phe Xaa 
20 25 



<210> 69 

<211> 11 

<212> PRT 

<213> Homo sapiens 
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<220> 

<221> SITE 
<222> (11) 

<223> Xaa equals stop translation 
<400> 69 

Phe Gly Tyr Phe Gin lie Tyr Val Fhe Ser Xaa 
15 10 



<210> 70 

<211> 43 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (43) 

<223> xaa equals stop translation 
<400> 70 

Leu Pro Gly Ser Arg Ser Arg Cys Phe lie Phe Pro Leu Phe Ser His 
15 10 15 

Tyr lie Val lie Ser Pro Thr Leu Ser Leu Val Leu Phe Phe Ser Trp 
20 25 30 

Lys Thr Arg Lys Pro Leu Ser Pro Lys Cys Xaa 
35 40 



<210> 71 

<211> 24 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (24) 

<223> Xaa equals stop translation 



7 1 



Met Cys Met His Phe Gly Ala Xaa 
20 



<210> 72 

<211> 272 

<212> PRT 

<213> Homo sapiens 
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<220> 

<221> SITE 
<222> (211) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (221) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (233) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (237) 

<223> Xaa equals any of the naturally occurring L-ammo acids 
<220> 

<221> SITE 
<222> (270) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (272) 

<223> Xaa equals stop translation 
<400> 72 

Gly Phe Tyr Leu Thr Ala Phe lie Cys Phe Lou Val Phe lie Leu Asn 
15 10 15 

Ala Gly Leu Val Trp Phe Phe P: o T: p A:"; G \ v. All Ly:" P:^ G 1 / . 

2 0 2 5 3 0 

Thr Glu Lys Gly Leu Pro Leu Ai g Lys Thr His Val Leu Lou Gly Ar : 
35 40 45 



Asn Met Lys Asn Lea Leu Phe S-'i Glu K .■ \ Ti :> A.. ; > He Phe L-. 

85 90 95 

Arg Leu Leu Met Ala Met Ala Val Met Leu Tyr Tyr Ser Asn Phe Val 

100 105 110 

Leu Ala Leu Glu Glu Arg Phe Gly Val Arg Pro Lys val Thr Gly Tyr 

115 120 125 
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Leu lie Ser Tyr Ser Ser Met Leu Gly Ala Val Ala Gly Leu Ala Leu 
130 135 140 

Gly Pro lie Leu Arg Leu Tyr Lys His Asn Ser Gin Ala Leu Leu Leu 
145 150 155 160 

His Ser Ser lie Leu Thr Cys Thr Leu Leu Leu Leu Tyr Ser Leu Ala 
165 170 175 

Pro Thr Met Gly Ala Val Val Leu Ser Ser Thr Leu Leu Ser Phe Ser 
180 185 190 

Thr Ala He Gly Arg Thr Cys He Thr Asp Leu Gin Leu Thr Val Gly 
195 200 205 

Gly Pro Xaa Pro Ala Ala Pro Leu Leu Arg Gly Ala Xaa Cys Asp Cys 
210 215 220 

Ser Gly Pro He Ser Pro Ser Leu Xaa Gly Val Ala Xaa Arg Gin Pro 
225 230 235 240 

Trp Ala Pro Ser Trp Pro Gly Ser Tyr Ala Phe He Met Ser Leu Asn 
245 250 255 



Lys Arg His Ser Ser Gly Asp Gly Asn Ser Lys Leu Lys Xaa Glu Xaa 
260 265 270 



<210> 73 

<211> 57 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (57) 

<223> Xaa equals stop translation 



<400> 73 

r-!"t Ala Arq Ala Cys Val "?!■« C 



Val Gly He Asn Leu Ser Pro, Ala 
20 

Leu Gly Leu Gly Phe Leu Leu Leu 
35 40 



T r---:: L<:u Trp Arc J. •■- ■ 

He Leu Ser Lou Sor Leu Gly Cy.; 
25 30 

Leu Glu Arg Met Thr Thr Asp Ser 
45 



Gly He Arg Gin Arg Arg Gin Thr Xaa 
50 55 
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<210> 74 
<211> 28 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (28) 

<223> Xaa equals stop translation 
<400> 74 

Met Ala Phe Leu Gly Leu Thr Leu Cys Thr Leu His Leu Gly lie Gin 
15 10 15 

Ala Ser Thr Val Pro Leu Gly Leu Pro Ser Pro Xaa 
20 25 



<210> 75 
<211> 35 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 

<222> (35) 

<223> Xaa equals stop translation 
<400> 75 

Met Ala Ser Arg Val Leu Ala Ala Leu lie Val Ala Ser Val Val Gly 
15 10 15 

Leu Ala Glu Leu Tyr Val Met Val Alcj Ma Met Glu Gly Glu Leu Gly 
20 25 30 

Glu Leu Xaa 
35 



^ 2 2 2 > (32) 

<223> Xaa equals stop translation 
<400> 76 

Met Leu Leu His Leu Cys Leu Ser Leu Pro Ser Ser Val Trp Phe Leu 
15 10 15 



Gly Val Leu Leu Leu Ser Cys Val Asn Thr Ala Leu Gin Tyr His Xaa 
20 25 30 
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<210> 77 

<211> 93 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (93) 

<223> Xaa equals stop translation 
<400> 77 

Met Ala Cys lie Leu Phe Ser Leu Leu Cys Leu lie Leu Phe Asp Phe 
15 10 15 

Pro Leu Gin His Ser Val Ser Val Lys Gly Phe Tyr Ala Phe Thr Ser 
20 25 30 

His Val Leu Asn Thr Leu Arg Thr Thr His Leu Val Phe Thr Leu^Leu 
35 40 45 

Pro Val Asn Val Trp Asn Leu Glu Ser His Arg Val Ala Leu Lys Gin 
50 55 60 

Cys Val Phe Ser Leu Arg Ser Ser Ala His Phe Ala Thr Thr Arg Glu 
65 70 75 80 

Glu Phe Ser Ala Lys Ala Asn Pro Cys Ser Leu Thr Xaa 
85 90 



<210> 78 

<211> 23 

<212> PRT 

<213> Homo sapiens 

<220> 

<2?.\> z 17 

..... ^ ....... • LJ.OU 

<400> 78 

Glu Arg Cys Leu Leu lie Leu Cys Val Val Tl;r Gin Arcj Ser Sc : Thr 
15 10 15 

Phe Pro Ser Leu Cys Arg Xaa 
20 



<210> 79 
<211> 19 
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<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (19) 

<223> Xaa equals stop translation 
<400> 79 

Met Ser Val Thr Ser Ala Trp Cys Gly Val Trp He He Tyr Arg He 
15 10 15 

He Lys Xaa 



<210> 80 

<211> 15 

<2 12> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (15) 

<223> Xaa equals stop translation 
<400> 80 

Phe Cys Thr Thr Phe Asn Phe Leu Phe Val Phe Cys Leu Arg Xaa 
1 5 io 15 



<210> 81 
<211> 72 
<212> PRT 

<213> Homo sapiens 

<220> 

<2 21> SITE 
<2 22> (72) 



Cys Trp Ala Leu Leu He Ser Leu Pro Leu Val Ser Ser Pro Thr Ala 
35 40 45 

Tyr Val Leu Lys Cys Val Phe Leu Lys Tyr Cys Phe Pro Leu Val Thr 
50 55 60 

Phe Leu Leu Glu Asp Phe Gin Xaa 
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65 70 



<210> 82 

<2U> 35 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (35) 

<223> Xaa equals stop translation 
<400> 82 

Met Ser Pro Val Leu Trp Trp Ser Trp Asn Leu lie Leu Phe Met Asn 
15 10 15 

Phe Gin Ser Leu Glu Lys Ser Met Val Trp lie Trp Glu Val Gly Leu 

20 25 30 

Ala Asp Xaa 
35 



<210> 83 

<211> 38 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (38) 

<223> Xaa equals stop translation 
<400> 83 

Met Gly Leu Leu Leu Phe Gly Gly lie Phe Leu Leu Thr Val lie Met 
15 10 15 

Lys Val lie Thr Met Arg Asp Scr As? L'v.i D.-i L-m Lys F^e Gly CV- 



<2ii> 2-1 

<212> PRT 

<213> Homo sapiens 

<220> 
<221> SITE 
<222> (24) 

<223> Xaa equals stop translation 
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<400> 84 

His Leu Pro lie Cys Phe Leu Phe 
1 5 

His Phe Leu Leu Pro Phe Leu Xaa 
20 



Ser Ala Ser Pro Gly Ala Ser Gly 
10 is 



<210> 85 
<211> 48 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (48) 

<223> Xaa equals stop translation 

<400> 85 

Met Lys Cys Asn Ser Cys Ser Leu Gly Pro Phe His Ser Leu Phe Leu 
15 10 is 

Gly Pro Ala Cys Gly Leu Val Gly Thr Leu Glu Scr Arg His Ser Arg 
20 25 30 

Gly Arg Gly Arg Ala Ala Phe Leu Ala Gly His Ser Arg Ala Leu Xaa 
35 40 45 



<210> 86 
<211> 40 
<212> PRT 

<2 13> Homo sapiens 

<220> 



20 25 

Lys Gin Asn Lys Thr Met Ser Xaa 
35 40 



30 



<210> 87 
<211> 55 
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<212> PRT 

<213> Homo sapiens 

<220> 
<221> SITE 
<222> (55) 

<223> Xaa equals stop translation 
<400> 87 

Asp Leu His Phe Thr Leu Ala Cys Ser Val Leu Phe Val Trp Ala Tyr 
15 10 15 

Ser Ser Arg Arg Asn Leu Pro Glu Val Pro Ser Val Thr Asn Ser Ala 
20 25 30 

Leu Ser Met Glu Ser Cys Tyr Cys Gin Thr Gly Gly Leu Arg Asp Met 
35 40 45 

Leu Phe Ser Ala Thr Ser Xaa 
50 55 



<210> 88 

<211> 16 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (16) 

<223> Xaa equals stop translation 
<400> 88 

Met Ser Asn Trp Trp Arg Trp Gly Leu Leu Leu Trp Pro Pro Gin Xaa 
15 10 15 



*- ?. : 7 o> 

<222> (20) 

<223> Xaa equals stop translation 
<400> 89 

Met Gin Ala Leu Gin Thr Ala Cys Phe Phe Phe Leu Leu Leu Ala Gin 
1-5 10 15 



Pro Phe Gin Xaa 
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20 



<210> 90 
<211> 43 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (43) 

<223> Xaa equals stop translation 
<400> 90 

Met Glu Lys Cys Glu Lys Leu Asn Cys Leu Glu Met Ser Arg Phe Phe 
1 5 o 10 15 

Tyr Leu Gin Leu Leu Leu Ala Cys Pro Thr Val Val Phe Glu Tyr Phe 

20 25 30 

Leu Tyr Ser Thr Pro Lys Asp Phe Asn Phe Xaa 
35 40 



<210> 91 
<211> 32 
<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (32) 

<223> Xaa equals stop translation . 
<400> 91 

Met Leu Cys Val His Phe Ser Ala Aro Glu Ser: Val Ala ph? L>vi 
1 5 10 IS 



<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (39) 

<223> Xaa equals stop translation 
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<400> 92 

Met Tyr Met Gin His Val Leu Leu Cys Leu Met Tyr lie Ser Met Ser 
15 10 15 

Phe Asn Lys Phe lie Leu Ser Cys Asn Asn His His Asp Gin Phe Thr 
20 25 30 

Glu Arg Phe His Leu Leu Xaa 
35 



<210> 93 
<211> 38 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (38) 

<223> Xaa equals stop translation 
<400> 93 

Met Leu Phe Gly Ser Leu Cys Asp Leu His Ser Ala Phe Phe Leu lie 
15 10 15 

Ser Ser Thr Ala Cys Pro Thr Leu Ser Phe Leu His Ser Thr Pro Asp 
20 25 30 

Val Phe Gin Asn Leu Xaa 
35 



<210> 94 
<2U> 14 
<212> PRT 

<213> Homo sapiens 
<220> 



<210> 95 
<211> 54 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (54) 
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<223> Xaa equals stop translation 
<400> 95 

Lys Glu Ala Gly Thr Trp Leu val Phe Trp He Arg Leu Asp Phe Ser 
Thr Gly Gin Asp Ser Leu Phe Leu Gly Arg Ala Glu Cys His Val Asp 



Ser Ser Asp Arg He Thr Ala Val 
35 40 

Leu Gly Leu Gly His Xaa 
50 



30 

Pro Leu Ser Leu Gly Phe Glu Ser 
45 



<210> 96 

<211> 37 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (37) 

<223> Xaa equals stop translation 
<400> 96 



Gin Gin Arg Leu Pro Trp Lys Ser Thr Thr Phe Pro Phe Phe Met Gly 
5 10 15 



Leu Ser Ser Leu Trp Glu Ser Leu Glu lie P 



ro Leu Leu Phe Thr M - 
20 25 30 



Thr Ser Ser Leu Xaa 
35 



<400> 97 

Met Phe Tyr Leu Met Trp Trp Gin Phe He Gin Gly Val Met Phe Ser 



10 



15 



Gin His Leu Asp Thr Gin Gly Asn Phe Leu Phe Trp Gly Asp Ser Ala 
20 25 30 

Pro Ser Gly Trp Arg Xaa 
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35 



<210> 98 

<211> 31 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (31) 

<223> Xaa equals stop translation 
<400> 98 

Met lie Ser Asp Pro Leu Leu Leu Pro Leu Thr Phe Phe Leu Phe lie 
15 10 15 

Ser Leu Ser lie Asn Phe Pro Val Val Glu Ala Gin Arg Trp Xaa 
20 25 30 



<210> 99 
<211> 39 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (39) 

<223> Xaa equals stop translation 
<400> 99 

Met Phe lie Ala Leu Cys Ser Lys Val Cys Val Cys Val Asn Ala Tyr 
1.5 10 15 

Val Cys Val His Thr Tyr Val Val Pho Met Pro Gly Met Tyr Thr Ho 
20 25 30 



<220> 

<221> SITE 
<222> (34) 

<223> Xaa equals stop translation 
<400> 100 

Met Cys Leu Asn Leu Thr Val lie Ser Ala Leu Leu Trp Trp Ser Gly 
15 10 15 
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Thr Lys Val Ala Val Ala Pro Arg Tyr Ala Tyr Thr Val Lys Asn Asn 
20 25 30 



Leu Xaa 



<210> 101 
<211> 15 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (15) 

<223> Xaa equals stop translation 
<400> 101 

Met Val lie Arg Leu Ser Asn Trp Ala Pro Thr Cys Val Ser Xaa 



<210> 102 
<211> 9 
<212> PRT 

<213> Homo sapiens 
<400> 102 

Gin Ala Gin Leu lie Phe Ser Trp Gly 
1 5 



<210> 103 
<211> 32 



He Pro Thr Leu Leu Gin Gin Tyr Ser Cj 
20 25 



Thr Cy., Hi j Ii 



30 



<210> 104 
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<211> 26 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (26) 

<223> Xaa equals stop translation 
<400> 104 

Phe Leu Phe Val Pro Asn Val Phe Ser Ser Phe Lys Asn Gly Ser His 
15 10 15 

Pro Thr Arg Leu Pro Pro Tyr Gin Asp Xaa 
20 25 



<210> 105 

<211> 39 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (39) 

<223> Xaa equals stop translation 
<400> 105 

Met Arg lie Leu His Phe Gin Leu Thr Cys Cys Tyr lie Pro Thr lie 
15 10 15 

lie Arg Pro Trp Arg Pro Val Ala Trp Phe Pro Leu Ser Leu Leu Cys 
20 25 30 

Phe Phe Leu Trp His Gly Xaa 

35 



<223> Xaa equals stop translation 
<400> 106 

Met Cys Met His Thr Ser Ser Leu Leu Phe Leu Leu Val Leu Leu Ser 
15 10 15 



Asp Thr Tyr Glu Lys Asp His Phe Pro Ser Leu Phe Pro Phe Val Gly 
20 25 30 
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Xaa 



<210> 107 
<211> 23 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (23) 

<223> Xaa equals stop translation 
<400> 107 

Met Asn lie Leu Phe lie Leu Cys Asn Leu lie Trp Leu Leu Trp Gly 
15 10 15 

Lys Gin His Val His Lys Xaa 
20 



<210> 108 
<211> 45 
<212> PRT 

<2 13> Homo sapiens 
<220> 

<221> SITE 

<222> (45) 

<223> Xaa equals stop translation 

<-;oo> ica 

Th: Leu Leu Gly Pro Leu Glu M- .• ' P ; . ■ ' c: y A: : \',-.\ T : p A: ; A: : 
\ 5 1 1 r = 



<400> 109 

Val Arg Ala lie Met Val Gly Lys Ala Lys Trp lie Pro Leu Glu Leu 
15 10 15 



Pro Leu Pro Lys Lys lie Val Asn Gin Lys Gin Tyr Cys lie Pro Gly 
20 25 30 
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Glu He Ala Glu He Thr Ala Thr 
35 40 

Val Val Val Pro Thr Thr Ser Pro 
50 55 

Gin Lys Thr Asp Gly Ser Trp Arg 
65 70 

Asn Gin Val Val Thr Pro He Ala 
85 

Leu Leu Glu Gin He Asn Thr Ser 
100 



He Lys Asp Leu Lys Asp Ala Gly 
45 

Phe Asn Ser Pro He Trp Pro Val 
60 

Met Thr Val Asp Tyr Arg Lys Leu 

75 80 

Ala Ala Val Pro Asp Val Val Ser 
90 95 

Pro Gly 
105 



<210> 110 
<211> 106 
<212> PRT 
<213> Homo sapiens 



<220> 

<221> SITE 
<222> (29) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (82) 

<223> Xaa equals stop translation 



<400> 110 

Val Lys Ala lie Met Val Gly Asn Ala Ly:; Try; Lys Pro Leu Gl\: Lc: 

15 10 15 

Ala Val Pro Arc Lys Val Val Ar,n G ■ T.y- C 1 . ~ Tyr X-a II- Pr- ^Vy 



05 Vu 7b 80 

Asn Xaa Val Val Thr Pro He Ala Ala Ala Val Pro Asp Val Val Cur 
85 90 95 

Leu Leu Glu Gin lie Asn Thr Ser Pro Gly 
100 105 



<210> 111 
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<211> 67 

<212> PRT 

<213> Homo sapiens 

<400> 111 

Asp Pro Lys Lys His Cys Gly Pro Pro Val Lys Val Gly Ala Tyr Gly 
15 10 15 

Gly Gin Val lie Asn Gly Val Leu Thr Asp Val Arg Leu Thr Val Gly 
20 25 30 

Pro Val Gly Pro Arg Thr His Pro Val Val He Ser Pro Val Pro Glu 
35 40 45 

Cys He He Gly He Asp He Leu Arg Asn Trp Gin Asn Ser His lie 
50 55 60 

Gly Ser Leu 

65 



<210> 112 

<211> 71 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (20) 

<223> Xaa equals stop translation 

<4 0 0> 112 



<210> 113 
<211> 253 
<212> PRT 
<213> Homo sapiens 



<400> 113 

Glu Lys Pro Tyr Glu Cys Asp Glu Cys Gly Lys Ala Phe Arg Asn Ser 
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15 10 15 

Ser Gly Leu He Val His Lys Arg He His Thr Gly Glu Lys Pro Tyr 
20 25 30 

Lys Cys Asp He Cys Gly Lys Ala Phe Ser Tyr Ser Ser Gly Leu Ala 
35 40 45 

Val His Lys Ser He His Pro Gly Lys Lys Ala His Glu Cys Lys Asp 
50 55 60 

Cys Gly Lys Ser Phe Ser Tyr Asn Ser Leu Leu Leu Gin His Lys Thr 
65 70 75 80 

He His Thr Gly Glu Arg Pro Tyr Val Cys Asp Val Cys Gly Lys Thr 
85 90 95 

Phe Arg Asn Asn Ser Gly Leu Lys Val His Arg Arg Leu His Thr Gly 
100 105 110 

Glu Lys Pro Tyr Lys Cys Asp Val Cys Gly Lys Ala Tyr He Ser Arg 
115 120 125 

Ser Ser Leu Lys Asn His Lys Gly He His Met Gly Glu Lys Pro Tyr 
130 135 140 

Lys Cys Ser Tyr Cys Glu Lys Ser Phe Asn Tyr Ser Ser Ala Leu Glu 
145 150 155 160 

Gin His Lys Arg He His Thr Arg Glu Lys Pro Phe Gly Cys Asp Glu 
165 170 175 

i /. j i a s 190 



210 



k>£0 luie L.j$ Cys Lj ^ i, 

^ 1 T r 



245 250 



<210> 114 
<211> 251 
<212> PRT 
<213>. Homo sapiens 

<220> 
<221> SITE 
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<222> (190) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 114 

Glu Gin Glu Gly Glu Ala Ser Glu Lys Ser Leu His Leu Ser Pro Gin 
15 10 15 

His lie Thr His Gin Thr Met Pro lie Gly Gin Arg Gly Ser Glu Gin 
20 25 30 

Gly Lys Arg Val Glu Asn lie Asn Gly Thr Ser Tyr Pro Ser Leu Gin 
35 40 45 

Gin Lys Thr Asn Ala Val Lys Lys Leu His Lys Cys Asp Glu Cys Gly 
50 55 60 

Lys Ser Phe Lys Tyr Asn Ser Arg Leu Val Gin His Lys He Met His 
65 70 75 80 

Thr Gly Glu Lys Arg Tyr Glu Cys Asp Asp Cys Gly Gly Thr Phe Arg 
85 90 95 

Ser Ser Ser Ser Leu Arg Val His Lys Arg He His Thr Gly Glu Lys 
100 105 110 

Pro Tyr Lys Cys Glu Glu Cys Gly Lys Ala Tyr Met Ser Tyr Ser Ser 
115 120 125 

Leu He Asn His Lys Ser Thr His Ser Gly Glu Lys Asn Cys Lys Cys 
130 135 140 

Asp Glu Cys Gly Lys Ser Phe Asn Tyr Sor Ser Val L^s Asp Gin His 



Pro Tyr (;lu Cys Asp Glu Cys C ' y I.- A : i I:. ■ I 1 .- 1". : Cys A: ': ' 
2 25 2 30 2 35 2.10 

Leu Leu Asn His Lys Ser He His Phe Gly Asp 
245 250 



<210> 115 
<211> 44 
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<212> PRT 

<213> Homo sapiens 

<400> 115 

Glu Phe Asn Cys Glu Ser Cys Ser Val Thr Leu Ala Gly Val Gin Trp 
1 5 10 15 

Arg Asp Leu Gly Leu Leu Gin Pro Leu Pro Pro Lys Phe Lys Arg Phe 
20 25 30 

Ser Cys Leu Ser Phe Pro Ser Ser Trp Asp Tyr Arg 
35 40 



<210> 116 
<211> 42 
<212> PRT 

<213> Homo sapiens 
<400> 116 

Glu Thr Gly Cys Cys Ser Val Thr Gin Ala Gly Val Gin Trp His Asp 
15 10 15 

Leu Gly Ser Leu Gin Pro Leu Pro Pro Arg Phe Lys Arg Phe Phe Cys 
20 25 30 

Leu Ser Leu Pro Ser Ser Trp Asp Tyr Arg 
35 40 



<210> 117 
<211> 75 

s 7 i "?> ppT 



Thr Cys Arg Arg Ala Gin Leu lie IWi Val ri.-j L-jv. a:.o 

50 55 ^ 

Phe His His Val Gly Arg Asp Gly Leu Asp Leu 

65 70 75 



<210> 118 
<211> 76 
<212> PRT 
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<213> Homo sapiens 
<400> 118 

Phe Phe Phe Phe Phe Leu Arg Trp 
1 5 

Glu Cys Ser Gly Met lie Ser Ala 
20 

Ser Arg Pro Ser Pro Ala Ser Ala 
35 40 

Ala His His His Ala Arg Leu lie 
50 55 

Gly Phe His Cys Val Ser Gin Asp 
65 70 



Ser Leu Thr Leu Leu Pro Arg Leu 
10 is 

His Cys Lys Leu Arg Leu Pro Gly 
25 30 

Ser Arg Val Ala Gly Thr Ala Gly 
45 

Phe Leu Tyr Phe Ser Val Glu Thr 
60 

Gly Leu Asp Leu 
75 



<210> 119 
<211> 29 
<212> PRT 

<213> Homo sapiens 



Arg Tyr His Leu Thr Pro Val Arg Met Ala He He Lys Lys Ser Gly 
1 5 io 15 

Asn Asn Arg Cys Trp Arg Gly Cys Gly Glu He Gly Thr 
20 25 



<21 . ■ : 

<2iv. 



<2 12> i ; KT 

<213> Homo sapiens 
<400> 121 

Val Pro Tyr Gly Ser Trp Tyr Lys 
1 5 



His Val Lys Ser Trp Trp Glu Lys 
10 is 



Gly Lys Ser Pro Arg Val Leu Phe Leu Phe Tyr Glu Asp Leu Lys Glu 
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20 

Asp He Arg Lys Glu Val He Lys 
35 40 

Pro Ser Glu Glu Leu Val Asp Arg 
50 55 

Glu Met Lys Asn Asn Pro Ser Thr 
65 70 

He Met Asn Gin Lys Leu Ser Pro 
85 

Asp Trp Lys Asn His Phe Thr Val 
100 

His Tyr Glu Gin Gin Met Lys Glu 
115 120 

He 



25 30 

Leu He His Phe Leu Glu Arg Lys 
45 

lie He His His Thr Ser Phe Gin 
60 

Asn Tyr Thr Thr Leu Pro Asp Glu 
75 80 

Phe Met Arg Lys Gly He Thr Gly 
90 95 

Ala Leu Asn Glu Lys Phe Asp Lys 
105 110 

Ser Thr Leu Lys Phe Arg Thr Glu 
125 



<210> 122 
<211> 129 
<212> PRT 

<213> Homo sapiens 
<400> 122 

Val Pro Tyr Gly Ser Trp Tyr Lys His Val Lys Ser Trp Trp Glu Lys 
1 5 10 15 



60 



Glu 



j or T: 



Asp Trp Lys Asn His Phe Thr Val Ala Leu Asn Glu Lys Phe Asp Lys 
100 105 110 

His Tyr Glu Gin Gin Met Lys Glu Ser Thr Leu Lys Phe Arg Thr Glu 
115 120 125 

He 
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<210> 123 
<211> 21 
<212> PRT 

<213> Homo sapiens 
<400> 123 

Glu Glu Val His Gly He Leu Met Tyr Lys Asp Phe Val Lys Tyr Trp 

Asp Asn Val Glu Ala 
20 



<210> 124 
<211> 21 
<212> PRT 

<213> Homo sapiens 



Asp Lys Val His Thr He Phe Thr Tyr He Asp Tyr Leu Thr Tyr Phe 
1 5 10 15 

Ala Ser Leu Ala Ala 
20 



<210> 125 
<211> 59 

<212> PRT 

<213> Homo sapionr 



<210> 126 
<211> 61 
<212> PRT 

<213> Homo sapiens 



<400> 126 

Phe Phe Phe Phe Ser Phe Leu Arg Gin Gly His Val Leu Thr Leu Arg 
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15 10 15 

Leu Glu Phe Ser Asp Ala He Ser Ala His Cys Asn Leu Asn Leu Pro 
20 25 30 

Gly Ser Ser Ser His Pro Thr Ser Ala Ser Gin Val Ala Gly Thr Thr 
35 40 45 

Gly Thr Cys His Gin Ala Gin Leu Thr Leu Phe He Phe 
50 55 60 



<210> 127 
<211> 259 
<212> PRT 

<213> Homo sapiens 
<400> 127 

Tyr Tyr Leu Pro Ala Val Tyr He Leu Val Phe He He Gly Phe Leu 
15 10 15 

Gly Asn Ser Val Ala He Trp Met Phe Val Phe His Met Lys Pro Trp 
20 25 30 

Ser Gly He Ser Val Tyr Met Phe Asn Leu Ala Leu Ala Asp Phe Leu 
35 40 45 

Tyr Val Leu Thr Leu Pro Ala Leu He Phe Tyr Tyr Phe Asn Lys Thr 
50 55 60 

Asp Trp He Phe Gly Asp Val Met Cys Lys Leu Gin Arg Phe He Phe 
65 70 75 80 



85 



L~ is IT v-j ■ 2 Jjj-J 



Val v* l ; - L---1 P- 

1.-0 ]V. 



Arg Ser Tyr Phe He Tyr Ser Met Cys Thr Thr Val Ala Met Phe Cys 
165 170 175 

He Pro Leu Val Leu He Leu Gly Cys Tyr Gly Leu He Val Arg Ala 
180 185 190 



Leu He Tyr Lys Asp Leu Asp Asn Ser Pro Leu Arg Arg Lys Ser He 
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195 200 205 

Tyr Leu val lie He Val Leu Thr Val Phe Ala Val Ser Tyr He Pro 
210 215 220 

Phe His Val Met Lys Thr Met Asn Leu Arg Ala Arg Leu Asp Phe Gin 
225 230 235 240 

Thr Pro Glu Met Cys Asp Phe Asn Asp Arg Val Tyr Ala Thr Tyr Gin 
245 250 255 

Val Thr Arg 



<210> 128 
<211> 258 
<212> PRT 

<213> Homo sapiens 
<400> 128 

Tyr Tyr Leu Ser He Phe Tyr Gly He Glu Phe Val Val Gly Val Leu 
15 10 15 

Gly Asn Thr He Val Val Tyr Gly Tyr He Phe Ser Leu Lys Asn Trp 
20 25 30 

Asn Ser Ser Asn lie Tyr Leu Phe Asn Leu Ser Val Ser Asp Leu Ala 
35 40 45 

Phe Leu Cys Thr Leu Pro Met Le ■ ; Tie Arq C Tyr Ala Ann Gly Asp. 
50 5 5 6 0 



Lfni Glu Leu Lou Pro Tie Leu Pro Ho Asn Pm V-O Ilo Ti- A-p 

Asn Gly Thr Thr Cys Asn Asp Pnc Aia Sci bur biy A_p hu Aon 'i j ± 

145 150 155 160 

Asn Leu He Tyr Ser Met Cys Leu Thr Leu Leu Gly Phe Leu He Pro 
165 170 175 

Leu Phe Val Met Cys Phe Phe Tyr Tyr Lys He Ala Leu Phe Leu Lys 
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180 185 190 

Gin Arg Asn Arg Gin Val Ala Thr Ala Leu Pro Leu Glu Lys Pro Leu 
195 200 205 

Asn Leu Val lie Met Ala Val Val lie Phe Ser Val Leu Phe Thr Pro 
210 215 220 

Tyr His Val Met Arg Asn Val Arg He Ala Ser Arg Leu Gly Ser Trp 
225 230 v 235 240 

Lys Gin Tyr Gin Cys Thr Gin Val Val He Asn Ser Phe Tyr He Val 
245 250 255 



Thr Arg 



<210> 129 
<211> 122 
<212> PRT 

<213> Homo sapiens 
<400> 129 

Pro Leu Leu Phe Arg Lys Leu Ser Asn Pro Asp He Phe Ala Pro Thr 
15 10 15 

Gly Lys Val Lys Leu Gin Arg Gin Leu Ser Gin Asp Asp Cys Lys Leu 
20 25 30 

Arg Arg Gly Ser Leu Ala Ser Ser Leu Ser Gly Lys Gin Leu Leu Pro 
35 40 45 



rtiy /u.y oxy jci * cys 
100 



1 iiJ. JUl. i^O 4 



105 



j o JL><_ ^ i. >- 

110 



Thr Ser Ser Thr Ser Pro Thr Leu Pro Arg 



<210> 130 
<211> 121 
<212> PRT 
<213> Homo sapiens 



<220> 
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<221> SITE 
<222> (110) 

<223> Xaa equals stop translation 
<400> 130 

Pro Met Pro Phe Arg Lys Cys Ser Asn Pro Asp Val Ala Ser Gly Pro 
15 10 15 

Gly Lys Ser Leu Lys Tyr Lys Arg Gin Leu Ser Glu Asp Gly Arg Gin 
20 25 30 

Leu Arg Arg Gly Ser Leu Gly Gly Ala Leu Thr Gly Arg Tyr Leu Leu 
35 40 45 

Pro Asn Pro Val Ala Gly Gin Ala Trp Pro Ala Ser Ala Glu Thr Ser 
50 55 60 

Asn Leu Val Arg Met Arg Ser Gin Ala Leu Gly Gin Ser Ala Pro Ser 
65 70 75 80 

Leu Thr Ala Ser Leu Lys Glu Leu Ser Leu Pro Arg Arg Gly Ser Phe 
85 90 95 

Pro Val Cys Pro Asn Ala Gly Arg Thr Ser Pro Leu Gly Xaa lie Ala 
100 105 no 

Thr Thr Leu Asn Lys Thr Tyr Pro Lys 
115 120 



<210> 131 
<2 11> 4 3 

< ? 1 ? > 1 1 T \ T 



Thr T 1 



niv F^r Sor A^n Srr P^o at 



,n T -> s ^ r- J\ r- , - y 1 All h t - • 



l y JlIil 
35 



40 



<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (15) 

<223> xaa equals stop translation 
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<400> 132 

Arg Leu Glu Cys Ser Gly Ala lie Ser Ala His His Asn Leu Xaa Leu 
15 10 15 

Pro Asp Ser Ser Asp Ser His Ala Pro Ala Ser Arg Val Ala Glu Ala 
20 25 30 

Thr Gly Met Cys His Gin Ala Gin Leu lie Phe 
35 40 



<210> 133 
<211> 76 
<212> PRT 

<213> Homo sapiens 
<400> 133 

Glu Thr Gin Ser His Ser Val Thr Arg Leu Glu Cys Ser Gly Thr lie 
15 10 15 

Ser Ala His Cys Asn Leu Cys Leu Pro Gly Ser Ser Asn Ser Pro Ala 
20 25 30 

Ser Ala Ser Arg Val Ala Gly Thr Ala Gly Thr Cys Arg Arg Ala Gin 
35 40 45 

Leu lie Phe Val Phe Leu Ala Glu Met Gly Phe His His Val Gly Arg 
50 55 60 

Asp Gly Leu Asp Leu Asn Leu Val lie His Pro Pro 
65 70 75 



<213> Homo sapiens 
<220> 



Add cqudis stop cransldixw.i 
<400> 134 

Glu Met Glu Ser Leu Ser Pro Arg Leu Gin Cys Ser Gly Leu Ilo Leu 
5 10 

Ala His Cys Asn Leu Cys Leu Pro Gly Ser Ser Asp Ser Pro Ala Ser 
20 25 30 

Ala Ser Xaa Val Ala Gly lie Arg Gly Ala His His Tyr Val Gin Leu 
35 40 45 



lie Phe Val Phe Leu val Glu Met Gly Phe His Leu Val Gly Gin Ala 



WO 1)0/61628 



PCT/US00/09070 



63 



50 



55 



60 



Gly Phe Glu Leu Leu Thr Ser Gly Gly Pro Pro 
65 70 75 



INTERNATIONAL SEARCH REPORT 



Intei&iaonal application No. 
PCT/USOO/09070 



A. » CLASSIFICATION OF SUBJECT MATTER 

IPC(7) :C07K 14/47; C12N 5/10. 5/16, 15/12, 15/63. 15/64 

US CL : Please See Extra Sheet. 
According to International Patent Classification (IPC) or to both national classification and IPC 

a FIELDS SEARCHED 

Minimum documentation searched (classification system followed by classification symbols) 
U.S. : 530/350; 536/23.1, 23.5, 24.3, 24.31; 435/69.1, 71.1, 71.2. 471, 325, 252.3, 254.11, 320.1 

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 
NONE 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
WEST, CAS ONLINE, MEDLINE, CAPLUS 



DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



WO 92/05256 Al (GENETICS INSTITUTE, INC., THE WISTAR 
INSTITUTE) 02 April 1992 (02/04/92), see entire document, 
especially pages 17-21. 



1-3, 7-11, 14-16 
4-6, 12, 21 



i 



| | Further documents are listed in the continuation of Box C. | ] See patent family annex. 



Ui DC ul }jrtiiji>jldr relevance 

car Iter document published on or after the international filing dttc 

document which may throw doubu on priority cUim(«) or which U 
cited to establish the publication date of another citation or other 
special reason (as specified) 

d'TMiii cn( r<fer;tfg i v > ■*/) t'f(<) tJtj closure, u»t, r • '.ibilion o> > *! 
cncaiu 

document published prior to the international film^ JaU but later ih*<i 



document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive step 
when the document is taken alone 

ilocument of particular relevance; the claimed invention cannm he 
con-iiJcfcd to involve an inventive iicp *h«n Cie d t -?c'/*r, - 

being obvious to a peiion tluilcd in die «n 

du^uiiienl member ul the lame ^ulciil t«(tM>)' 



Date of the actual completion of the international search 
21 JULY 2000 


Date of mailing of the international search report 

23^2000^ 


Name and mailing address of the ISA/US 
Commissioner of Patents «nd Trademarks 
BoxPCT 

Washington, D.C. 20231 
Facsimile No. (703) 305-3230 


l(\cp^nc No. (703) 308-0196 [ y - 



Form PCT/ISA/210 (second sheet) (July 1998)* 



INTERNATIONAL SEARCH REPORT 



InteflfKtiona] application No. 
PCT/USOO/09070 



Box I Observations wh«re certain claims were round unsearchable (Continuation of item 1 of first sheet) 
This interna bona] report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 

1. [ [ Claims Nos.: 

because they relate to subject matter not required to be searched by this Authority, namely: 

2. I I Claims Nos.: 

because they relate to parts of the international application that do not comply with the prescribed requirements to such 
an extent that no meaningful international search can be carried out, specifically: 

3. [ J Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 
Box II Observations where unity of invention is lacking (Continuation of item 2 of first sheet) 
This International Searching Authority found multiple inventions in this international application, as follows: 
Please See Extra Sheet. 



1 • | [ As all required additional search fees were timely paid by the applicant, this i;,:ei iiaiiona! -.cm 
claims. 



of any additional fee. 

3. | | As only some of the required addition <! sr.veh fe<-< \k>-<- ! ; ::v'1v p t ; ! K< *hr vp 1 '-^"' 



| 4. | \j No requited addiiMMi.il search lees u ■ • v. i .■■ y , ■■ 
iciii u.u«J iu uie m\ eiu.on Iu.^l li.ciu jiictj m „ :. 
1-12, 14-16. 21 (SEQ ID NO:ll, 60) 



Remark on Protest j^] The additional search fees were accompanied by the applicant's protest. 

[ [ No protest accompanied the payment of additional search fees. 



Form PCT/1SA/210 (continuation of first sheet(l)) (July 1998)* 



INTERNATIONAL SEARCH REPORT 



International application No. 
PCT/US00/09070 



A. CLASSIFICATION OF SUBJECT MATTER: 
USCL : 

530/350; 536/23.1. 23.5, 24.3, 24.31; 435/69.1. 71.1. 71.2. 471. 325. 252.3, 254.11, 320.1 

BOX II. OBSERVATIONS WHERE UNITY OF INVENTION WAS LACKING 
This ISA found multiple inventions as follows: 

This application contains the following inventions or groups of inventions which are not so linked as to form a single 
inventive concept under PCT Rule 13.1. In order for all inventions to be searched, the appropriate additional search 
fees must be paid. 

Group I, claims 1-12, 14-16, 21, drawn to a nucleic acid of SEQ ID NO: 11 encoding a protein of SEQ ID NO:60, a 
vector, a host cell, a method of making the protein and the protein of SEQ ID NO: 60. 
Group H, claim 13, drawn to an antibody that binds the protein of SEQ ID NO:60. 

Group III, claim 17, drawn to a method of treating a condition comprising administering the protein of SEQ ID NO; 60. 
Group IV, claim 18, drawn to a method of diagnosing a pathological condition using the polynucleotide encoding a 
protein of SEQ ID NO:60. 

Group V. claim 19. drawn to a method of diagnosing a pathological condition by determining the amount of protein of 
SEQ ID NO:60. 

Group VI, claim 20, drawn to a method of identifying a binding partner of the protein of SEQ ID NO: 60. 
Group VII, claims 22-23, drawn to a method of identifying an activity in a biological assay. 

Group VIII, claim 17, drawn to a method for treating a condition comprising administering the nucleic acid of SEQ ID 
NO:ll. 

The inventions listed as Groups I-VIII do not relate to a single 
inventive concept under PCT Rule 13.1 because, under PCT Rule 
13.2, they lack the same or corresponding special technical 
features for the following reasons: 

Pursuant to 37 C.F.R. § 1.475 (d), the ISA/US considers that 
where multiple products and processes are claimed, the main 
invention shall consist of the first invention of the category 
first mentioned in the claims and the first recited invention of 
each of the other categories related thereto. Accordingly, the 

main invention (Group I) comprises the first-recited product, a nucleic acid encoding a protein of SEQ ID NO:60, a 
vector, a host cell, a method of amking the protein of SEQ ID NO:60, and the protein of SEQ ID NO: 60. Further 
pursuant to 37 

C.F.R. § 1.475 (d), the ISA/US considers that any feature which 
the subsequently recited products and methods share with the main 
invention does not constitute a special technical feature u l hin 
the meaning of PCT Rule 13.2 and that each of such pioducis and 
methods accordingly defines a separate invention. 

i hij J t j/iit.i i .L' .t t-UiiUi.ij tiJit i o Li ti CiACil ItJ niUl (. * -.v . , . . . J. _ c ...... m. w ii..j,i, i • . , 

to lack Unity of Invention because they are not so linked as 10 fotm a single inventive concept under 1 CT Rule 13.1. 
In order for more than one species to be searched, the appropriate additional search fee;; must he p.-iM. Tfu* species .ire 



Form PCT/ISA/210 (extra sheet) (July 1998)* 



